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w m m 

10 gggj| 

W9-2 9 5 9 9 9 l$W«»^aS'J 

#©f£f8£rtfc^ iftHi: Integrin Associated Protein I A 

15 -295999 ^#& N ^ J $ n -Isl'fcfcft'W tmm&frTtf b—>*£rft 
ie■^«W^4Sr^ % t■«^i:S^HI^UTV^5 0 ■ 

WO 9 9/1 2 9 7 3U, t Integrin Associated Protein (£*Tt h I 
APitS ; J. Cell BioL , 123, 485-496, 1993 XC7 5 / KEflJXtWfcSEBI 
^I2i4 ; Journal of Cell Science, 108, 3419-3425, 1995) %fcffitir%^/? 
20 n-t/ttt'fcot, ^tMAP^t5»ttSS Cfl-K^ftill&Xrf 

MABL-2^ Z.tl&&&.irZ^-7y K-^\ MABL-1 (F 
ERM BP-6100) WMABL-2 (FERM BP- 6 1 0 1) £12 

25 Wl 1-6 3 5 5 7f II t M AP^Iif5^;^n-t/U» 
b, U I A P Sr^t 5 f iJlMCT^ h - v'^ ^Hit 5 ttti&f 1 5 - 
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&to.Wtofo\ZTti h~$'X&ffi&t&b<t>0* in vitro X°fclh$i<DmMfcH*i> 
L i: V a 5 E 5 pTfltt^S feSii ^^Ifti" 5 \tf> T* 

<fo<5o 

*fll$*5BWT^S^TVN5 0 "S^Rte [bispecific] <D«£t 

£ — #f(F vO-<fn^-7- 3&*& fctlTl^S- (Kipriyanov et al. , Int. J. 
15 Cancer, 77, 9763-9772, 1998) „ Ztlitt. ttW^II^S £ £ =fc 19 

20 tfc, Ml^BiU^t/^lLH^y^o-t/Wi L 
M£tf«tf>#ft • if*gf£H#-f-3 E POS^CSt-rs^Cflc (tfH 2 0 0 
0 - 9 5 8 0 0-£-^$&K Mu SKg&fttatl-Sffifls: (Xie et al., Nature 
Biotech. 15, 768-771, 1997) fcif tfS&fcft'O^o kJ&>U f&^ftbfc&lg 
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*mw%i-±, %ifa£=f- (whole igo *-*mF v^vv-* 

bs ®MW<fmsfa±Lx^% b^?m%fiLx^% 0 

20 ^JOH^ 

^;^n-t/»HiVWSr2oMt;Li|V«l: 2 o£A± N L 
< 2-4, mmit L< 20^tp3fe«^^-t-S 0 
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10 ^y^^^i/^i^^^^^i/^^) *fci4c 4 ~c 10 r/^=u^ (cis 

/trans— 3 — cis/trans- 2 — ^>"r^ cis/trans— 3 — < 

cis/trans- 3 -<^3H?= if) -C$>5„ 

s^ke^u M^.ffFLAGia^i^i-s^feb<f^©iff^ *fcf4-t© 

§6>fc»iXU J »2oy^fyK»ci&a'bT^ ittilEliU&tJ^oy ;{f^K 
Wi5-*|Fv^/^ tfc^Bf^^o-' fffioafeSfcftftTfcS. tula 

25 LTte, (Fab) 2 , 1 OCHiVffiUXV 1 OO L#V««^tf-*«F v O 
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tent,- ^©vffi^T ^ y^iS^I^-^Sr^L^^^t^^^S 

15 CDRfc<fctJ*FR<DT5yi^J£-^M («9^ff, SftXttftJD) L 

Tt>J:V\ 

R, RCDRSr^-f 5t b^-y f«Sj|5©HiViWLiVi 
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£ bfc#380J«U -*#F v Sr^^i-5#i»*3WlJia**ij|iL»itjfi-T?i^UT 
WK^TM^te, WSl©^lr^i It, £ ft let 5 i/iff^m 

20 LTft, ^y^naK^v (EPO) hn^a}? 

(TPO) g&fc, StD[3*3n=:-JW«H^ (G-CSF) g&ft N -7 
^B77-^an^iiBf (M-CSF) g^ft, IS$v^77^3 

h^-mh^ (gm-csf) masmizm* (tnf) -r^ 

^-a-r^^-l (IL-1) >f^-B^^y-2 (IL-2). ^ 

25 ^ N (IL-3) (IL- 

4) "f^-n^y-s (IL-5) 4^^-vxy{^~% 

(IL-6) ^MW-, 4^$-vs(*ci/-7 (IL-7) g^fl^ -O-Z-uJ 
*>-9 (I L — 9 ) g^ft, -Y^-P^y- 10 (IL-10) g^ft, 
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1 1 (IL-11) (IL 
- 1 2) g^ft, 4^$-u4*l/~ 13 (IL-13) g&fc, JlsZ-uj 

15 (IL-15) -f^-7xny-a (I F N — a ) 

^y^-7xn>-^ (IFN-0) S^fts y ( I FN — 

5 y) J&grfvWE-y (GH) g^fr, V* JJ ^g^ffs M^M^t 

H^F (SCF) JfiL^^itmH^ (VEGF) §^ft N ±^»li5iH 

(egf) lift, #«csig^- (ngf) %.mfo, mm&m&mm* (f 

GF);S*^ JftuhW^ifBtS^- (PDGF) h7^7t-^^ 
it5fiS^-,S (T6F-U) fi«^Pfllh@^ (LIF) ^ 

10 mfcttu^mm* (cntf) ^v^^^m (osm) m^'* 

n$LVffl&R.Tfi 1 0<D L^V^^tP-*0F v 0^-7-Xtt2oOHiV 

20 — ^^SiflcO^rSE^igcSr^^r U JLoffiffi (complementarity 
determining region ; £tTCDR it" 3) SrflfcfiFU i * t^Wfc 
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fcoT> m%myo (08*.tf, tf, -v^^, 7yK fcys?, iM^fcif) 

10 #38KK:tett5L&Vfcl#teW: % ^^.tfgeft 

Rtv^/^P -^/l/ffifc© LiVM^© C D R t h Mft L # V|R# 

*B#ft&fc1M (CD R) 

25 (CDR) «fc Batf&SftT^S (Kabat, E. A. £k TSequences of 

Proteins of Immunological Interest] US Dept. Health and Human Services, 
1983) o 
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— - £ 1> *> 5 o 3 fi© C D-R « F R IC «t o Tffi2U£&ft:«Jc#ffr 

««0|!E*ir5y»E?!I-i:Srlia^t«i4:tJ:oT, Kabat, E. A. b\ 
TSequences of Proteins of Immunological Interest] <D®&IlJtf»b JLffii"'^ £ 

/ ^ p —r/Vfcfcb m—<Dft£&& f> o 11- 6 3 5 

15 DRO-*fP*fcH:^<Dr$/'gfcgB?!l©-S|J*afeS (MX.t£ y ^ifc, S&Xtett 

- [L«VS«], [L$KVf|$] - [H«VfH#3 ©Vvf^fciVV* 

«P^© 2 o£lJb©HiymO' 2 o^±« Livm <«:«■* 2 

~ 4 , mzfrlH L < 2 O^tp-*«afeaE0fcfrtt % Jtx&£> £ 5 2 o^±<^> 
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Protein Engineering, 9(3), 299-305, 1996 ^M^&ftS U &fft 
^6Z.ktfX%%> 0 ttitb<DV >-*-ftffl-ft*ftxmtXI±mti:<oX^Xh£. 

v\ -v7°^Ky yx-zmmtzMG; &*<D])>**-<DmkLxte: 

Ser 

Gly ■ Ser 

Gly-Gly-Ser 

S e r • G 1 y • G 1 y 

GlyGly - GlySer 

Ser-Gly-Gly-Gly 

GlyGly - Gly - GlySer 

Ser - Gly Gly Gly Gly 

GlyGlyGly Gly Gly Ser 

Ser-GlyGlyGlyGlyGly 

GlyGly - GlyGlyGlyGly Ser 

Ser 'Gly GlyGly Gly GlyGly 

(Gly GlyGly - Gly Ser)n 

(S e r • G 1 y • G 1 y • G 1 y • G 1 y) n 

i$L*<5&--*m&&in,mzte^xn, mmvmm - ihmvmm (x& cl 
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S'fcfcO^T^KIJ Vj3-(D&i$ ftl~3 075/^ #SU<ttl~2 

ffiV^ btlXV^5^1S^lJ > ^!Ix.f^N— t F'ndrv'^.^v'^^' 5 K (NHS) 
10 ^^^W^^^l^-f (DSS), If* (*/Ms*^$/W 

W-h (BS 3 h S^tf-lf* (7^W5^pW*-H (DSP), 
f^f* UW^^v'Wv^/n^-F) (DTSSP)^ 
y=a— /l/tr* (*^*>W 5 v^W*;?^- b) (EG S) N 
tf* (^*^^J/W5^^^-h) (7M-EGS), S^^W 
15 5 ^/l^S^StS (DST), *JXA'ib*9*sl/4X*JA'ffl5&M. UM-DS 
T), tf* [2- ^/W] ^/I'/fti/ 

(B SOCOE SK If* [2- (*;Wn*^ 5; K;*-df v^/M^/M"^ 

V) ^/u] yWi/afc^ W-BSOCOES) ftifC&.tK Z.tlb<D%mffl 

•^y^-^^^^nf.^ 2 0 %£i± N & * L < ti 5 0 %&±; 

t<fi8o%^±, atj0*b<}i9 o%^±^^— fci-sofcauty 
~io7?;i, *fettitiicffi^i-5flfcoy ^-^su\ 

25 &^ffi&©ii&lr 

9#£>;frS, -*iFvO^Ji:lT, MABL-lS^ MABL-2^#; 
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!'S5l5t5HiVf ^HlVfi^ttS feO^MAB L 1 - s cFv, MA 
BL2-scFvit5. 2 o©H|VWO« 2 o<7) L#|Vig$£^tp-##| 

M$£%-tSt><£&MAB L 1 - s c (F v) z , MAB L 2 - s c (F v) 2 £-r5 0 

T*fc3<k&©IE?IJ, M£«FLAGSa^IJ^if^#Ai-5it^-et^ 0 
^FLAGfet#:^VNT^v-^$^S^t^T?f 5„ 
10 #^<2«£fE§H-5fc&^«, :^3-Kf5DNA, IP*>-^Fv 
^=^-Kt5DNAX teS«-;£f(tf y -<^5^ K & =1 ->1~ 5 D N A 5 & 
W&foZo m&ODNAIt MtliMABLl-s cFv, MA B L 2 — s c 
F v, MAB L 1- s c (Fv) 2 St>VXfiMABL2 -s c (F 2 (Om^\Ut 
MfSF v**c^H^V^Rt/L^V^>lr=i- Ki~<5 DN A^r^V^T, Xfir 

is fr,t><DTmA*mw.t u ^^is^Jrt<D®fMwr3:y^ia?ii^3-Ki-5DNA 
^vig^ov^ /^sa^j<z>-^«&0rS«^K:te, PCR^ 

25 *©H^^L^^^-Yt: o >-^^LTM^M^*S^g^fe5 0 MABL- 
lttfk MABL-2ftfr©|§£\ MABL-lWiiclLWv liOH 
HSrWU MABL-2tfcfcW:icgL<KXIJ<y'2 aI©Hi?rf f5i i^t, 
^t^oTV^ 1-6 3 5 5 7#) 0 ftfilEMAB L - 1 fctfr&tf/Xfi 
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MABL-2»HiV«r;LiV»3 - K1-5DNA&# y * 7- 

it $K S Jfo (PCR) & m^Xmmi- S tH fit , Jones, S. T. t,, 
Bio/Technology, 9, 88-89, 1991 ^IB®$t^TV^S^7^ •^— ^V^5 ^1 i^T' 

*^, Jfey (PCR) te^V^XMAB L— 1 iJjt^.R.T^M A 

B L - 2fcfc(D Lmvm®%Mmi-5fz.^ 5 * U =f* ^ V*^ K^y-f 

-r-xt/ 3 ' v =r ■* * 4 -?-*±&<d a 5 fc*^i-5, nm. 

MAB L- l^#©H$(V|gi&&t>*MAB L- 2 ^OH^V^^Jt 

^(D^Ji: UT^^^Tf*. 5' -^^y^-te^© 5 ' -5fc«&5£#'fc: 
ft9IKI**H i n f I^»f*fMtSrll«lf-f5ga3?yGANTC*-&WU ^UTS'-t^ 
%frfy J 5* -««MPSg|MfXm a I §J«f*MtSrSft-t-5'5?^ V 

^ KEfll CCCGGG Sr^W*t-5 t © L W 5 . £ ft ©MitlfTO 

n - =. ^ 5 fc ft Jfl V n b ft 5 PS D s ffioftij RBHi§® WflJffiT? &<fcV\ 
W»SJlftiPCR^7'f'r-^V^ MAB L — 1 N MABL-2^ 

©^yf^-fc^TPCRfCk ^ILT^fcMABL- 1 % MAB L-2jfc 
#©#Vigigl<£, ^fM©fc hC^^-fTi^^-rSHEF^H.^^^- (WO 
9 2- 1 9 7 5 9#|&) i:fAlfc„ ^n-i/ft$^fcDNA©aa?J*^tt^E 
<Dft&s Mx.lt, SSfc^^-KijfAU SiDNA^xyf^- (Applied 
Biosystems SrJglvrfT 5 1 S. i &X*% 5 0 

#^©&^#K::fcv^ y % m^t^y^ Ky 5 k 

•v-ir-gpWW^ga^J^t, J.oRy ^-©N-s^^ttc-sfeftB&a 
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a©r$ /geffi?(i*j iw^^-rs^^ kj; k-j-sdna^ 

^nrH5t#5 0 -tUTx' ^DNA^ltHlViWLiVli^a 
-K-T5DNASri[3jgmHf % ^MO^y^KU ^*-SrW"f5*l8Wogfi:Stri 

5DNAt#5 r i:^tt^ fi&fBDNA£rfcg!fcb"T\ -£ UTS* 60 U 
■"-l©/?^^ r.ft&^TPCR&£SJIi-ftff, BfS©^^ K 

Sfcx #»Ete*mSttgffift©£#V&igH: % «6*©Sflf Wx.^ Sato, K. 
b> Cancer Res., 53, 1-6 (1993) t) Sr/SV^i fc-fc:J:oT % tM 

£ftftff, k Mft-*iFv, fc hSffc-vftHF v»f/i\ fc hmfc^/?v- 

RXJ L ft V«« Sr = - Ki" 5 D N A t r ft mfc ^ f 5 LS&4& & 

&<DDNA, h**©DNA*#5r. #bft^DNA^ 

fg«4r = -Ki-5DNA^f^K$ftftff H -eftfe^^S^^^-v ^t>* 
R»m^^-^i5^Hliife§ftfc«±*^&^or^5r t35ST?#5. * 
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as-CtSo -©»^«VN5ri:^T#5»iJfii»ittfjW:, SATE***. 
15 < {4, #3§§/!©«^#te^?LSi«, M;ctfC o S 7»Xf4CHO«^-t? 

i^toin, mz-immmm, m^immmm. m^i-im±^fitzm%mm 
nm, M&izmmi&s Rvmmmm, mmzmmm. m^ta 

«r.i:^tftS 0 #IJ*L«, tf ■t^h^^fa')^/^ (Human cytomegalo- 
virus : H CM V) ftfftfl (immediate early) :/n-t— ^ — $H£#«f 5©tfS#£ b 
25 V\ HCMVy n t-^-^tt5M^ ?-OMl:tt, HCMV-VH- 
HCy 1, HCMV-VL-HCK^TfeoT, PSV2n e 0 1^5/7 
^5 (»MW0 9 2/1 9 7 5 9#|&) 2S^£ft5 0 
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^/W*, '>5 7V^^4 0 (SV4 0) !iif©^/W7n^-^^t 
> • aKy^^K^*-y • ^nl^—S/g y-77^-l« (HEF-1 

5 ^o^E— **-&ffi/Bi-5i&£Wu Mulligan, R. C. b<Djjfe (Nature, 277, 108- 
114, (1979)), £fc, HEF-la/o^-^-^fifSi^lj:, Mizushiraa, 
S. bOjjfe (Nucleic Acids Research, 18, 5322, (1990)) Mxiff ^fcHiS 

(or i) tbTfl, SV4 0. tf})*— ?^/W, TfVtM/l' 
10 * N 4v?fc°n— • (BPV) ^£>|£5|5<2o r i £ffiV^5 ^ £ J^T't x £ 
5>f--5§?l^ * — teilf^ — # — t LT, Tf^^^N h7y^7X7- fAPH 
(3') II &5VM±I (neo) it^-?, 5^ (TK) it&3\ * 

W^f-^^-^T-V*^*!; #^h9^7X7-^ (E c o g p t ) 
it^^ ft KoHife3S7n»* (DHFR) ftfc^SrSt? S 0 

^#1$ m ttu W (D&mfiW- * a - Ki~ 5 D N A £&^~t- 5 SSS^ * *- "C? 

tttf I AP^?l.i-S^!7^SjfiL^»llL 12 1 0»K: N #389!©3fe£Si 
ft* if WXf^Iroitilf ^JPx, Mx.«7o-t-( M MJ-£H 
25 iLTTO^tt^ifS, 

in vitro "T?<05'^/HSSirRjS3&S (MA B L - 1 Jfcfts MA BL-2 £t#:<E> 
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in vivo T'Oii^fi, Wjtff3fe3gfcWfc3*fc MAP.SrgffSi^ (09*. 
ifMABL-l^ft, MABL-2^ft*&<Dft^7Cfth 7# Wi^RiBSb* 

r?tf>— ircffi»mi it^^wot ^ 1 g Gom^mtR 

L<{1#*2~4, mz&t. t< 2o-ttf^W-e&?), lo©HiVUI 

(whole 1 g g) ktkmLxmm%i&& 

25 ^w^^iitwi-c&So 

m^mmt:, t MAp^ts^y^-t/W (mabl-i^, 

MA B L — 2 jjt#0 *5f50«^^Mt-UT, TIB<^»^!l^ J; ^^CT 
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L-l, MABL-2»14t5W^y fW, MABL-1WMAB 

25j5f (»j| : o<«rfTm-TS l#3-§-) l^' 1 9 9 7^9^ 1 1 HIC % Sf6# 
^»FERM BP-6100, FERM BP-6 1 0 1 t USK* 

10 rasax-cva. 

H«Jl (t h IAPW5v^*;^n-t;^OVi^3-Kf 
5DNA<D^ n-yft) 

t h I AP(I^f5Y^*y ^ D-t/l/^MAB L- lllMAB L - 2 

15 1. 1 ^ yty^-RNA (mRNA) OHM 

^4 7 V K— 7MABL- 1MMAB L- 2i^©mRNAi, mRNA 
Purification Kit (Pharmacia Biotech tfcfif) trffiV^Tfiig Lfc„ 
1. 2 I^|cDNA(0M 
^ll^g ©mRNAi 5 Marathon cDNA Amplification Kit (CLONTECH #M) 
20 Sr^TX^fUDNA^j^U T^T^-SrjgjfgUt. 

Thermal Cycler (PERKIN ELMER &§® £/BV^TP C R&£fTofc„ 
(1) MABL-1 L^VWSra-K-t-Sjftfi-^flDiie 

25 5PJ#t: lfc^i-r^^-^^-r.^-l (CLONTECH *±$£K RX?-?V*% 

y'tmLmcmmmmk^^y ?>( x-tzmmtt : 2 i^tMKc (Mouse 

Kappa Constant) y^^-v— (Bio/Technology, 9, 88-89, 1991) Sr^V^c 
PCR^5 0ju 1ft, 5 v 1<D1 OXPCR Buffer II, 2mM MgCl 2 , 
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0.16mM d NT P s (dATP. dGTP, dCTP, dTTP), 2.5^ 
~y h©DNA#!J^ y -if AmpliTaq Gold (£t± PERKIN ELMER tfcfliK 0.2 m 
M®SB?!I## : 1 ^^i-T^y^--7°y-f-r-i: 0. 2 mM©IB?II#-§- : 2 
MKCyy^'v-SU'MABL-lfi^ZfficDNA 0.1/igHIU 

(2) MABL-lHffVffl&fra-K^ScDNAOJitB 

10 : 3iI*tMHC-v 1 (Mouse Heavy Constant) 7°y^^r — 

(Bio/Technology, 9, 88-89, 1991) &/BWc 0 
cDNA©J|f|tt v 0. 2 //MOMKC/7'f-7- <DlXfrV 0. 2 /i M<£>MH 
C-y 17 s 7^-MVxT^@b7t££|&V^ HU IE 1 . 3 (lMc33V>TL- 

Mvm®mfc?(Dmmfc^xmMLtcobmcfim\z£yft<>tz 0 

15 (3) MAB L - 2 LiVf j^J- Kf^ c DNAOili 

Rummer: 2iZ^i-MKCyy^^-^m^tz 0 

cDNA©lgiflW\ MABL-lft|(DI*icDNA 0 . 1 /x g <£>ftfc> <9 
MABL-2*3f5©n*«cDNA 0 . 1 /z g fc^T^ipg Lfc«|&l^T. f& 
20 131. 3 (1) m>TMABL-l L^V«^ife• : ?(Z5^i^@^OV^TiB«^ Lfc 

(4) MABL-2H«V^fc=i~K-»-5cDNAiPlifi 
PCR<Dltlb(D77>Cv~-b LT@B?IJ## : 1 frTfrtT'?-? -v- 1 % 
&t>WJ#-5§-: 4(^fMHC-y 2 a^-Y^- (Bio/Technology, 9, 88-89, 
25 1991) Sr/BV\fc„ 

cDNA(Di|ifiIll 0. 2 .ixMOMKCT'y^ "V— <£ftfc> 9 (CO. 2 # MCMH 
C-y 2 a :/7^-&/&^TJiffiLfc£&lfcV*-C\ HlTlB 1 . 3 (3) fc&^X 
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1. 4 PCRMiOii 

mm<£> X 5 tit P C R ife {C J: 5 MM L It D N ABf # S: QIAquick PCR 
Purification Kit (QIAGEN $fc2£) Sr>^V^TMML x ImM EDTASr^|f't5 
lOmM Tr i s-HCl (pH8.0) Wife. 

5 i. 5 mmRuitmmm 

±B<D ct 5 L T W L fcM A B L - 1 £ ^ # y L # V^^r = - 

KI-Sii^&^^&SDNA^m 4 0 n g £rp GEM— T E a s y< 
?9T (Promega 50agi, 3 OmM Tris-HCl (pH7.8), 

1 OmM MgCl 2 , lOmM v'f^KbwK ImM ATP^If3a 
10 T4 DNAy^f-if (Promega tfcJS) ^^tSE^^^T'. 1 

5°CKT 3I^P^J&£^&bfc: 0 

fcfc. 1 ^ 1 ©±IHMMmiDH5 oOa^f^^hifiBia 
tfc§4) 5 0 jli 1 ^LT^OSHBiaSraci-ea 04>Bg s 4 2°CfcT 

tTS^±l?2^F^llfc 0 &VvT*l OO/i 1 <DSOC^i& (GIBC0 BRL *± 

15 £1) £;frnx.> lo o/zg/mioryt'e/jjy (sigma ttJK') ^ftSLB 

(Molecular Cloning : A Laboratory Manual, Sambrook £>> Cold Spring Harbor 
Laboratory Press, 1989). S^ifiilcr O^H&BSr^U 3 7^ T 

iO^K^mfr^. 5 0/x g/nilOTytfv'JJy^ttSLB^iSml 
20 «*n?3 7°C{CT8Wg*U ZLTZtDmm&frb QIAprep Spin Miniprep Kit 
(QIAGEN Sr^V^^7^5 KDNASrWKLfco 

-5LT#£>tLfc, /M^JJ K-vMABL-ll^fi^tSv^^j/^iL 

25 ilH^^C^^oT, K— vMABL-l(^j|5t5-7!)^Hl 

pGEM-MlHiMLfc. 

/^^y K— vMAB L- 2^ft*-f ^^^^^y^SLftVffi^Sra 
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~K^5^£^£^rl-57°7;*S K&«!HDNA[»##»&ffs8!U P G EM— 

^>f^y K— -vMABL-2K:ft&f £^!7*H$|V^$&=t— Kf £ 
it^^ft5^7X$ K^DNAm^^U pGEM-M2Hi 
5 Lfc 0 

MIB<D^7^5 K^OcDNAa— Kig#©S&E^©$fe£W\ ISlDNAv' 
-^>f— (Applied Biosystem tfcSt) ABI PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem ftM) Sr^V^Ts /■■^-JJ'— 
10 V=^-/W^o-Cffofc 0 

ZfyX ^ Kp GEM— Ml LJC^tlS^^^MABL-l^OL^Vtg^ 
£ = - Kf 5 stfi^fiSEfll £@B?iJfl# : 5 fcTjcf „ 

K p G EM-M 1 H ttSHS ^ !?^MA B L - 1 ftftOHll 

V«Jgtfc'3- Kf 5£^<&:£gffi^]&BB3aj## : 6 fc?i*f 0 

15 ^7^5 KpGEM-M2L{:^5-7^^MABL-2»Li 

£fc x Kp GEM-M2HlC-^*tl5^l7^MAB L- 2ft#©H« 

VWSra*- Kf 5jtt^®:E3£BB^*E?!l#S- : 8 Jc^f 0 
(CDROft© 

4 o©7 V- A !7>-^ Si^i5 3 OWl aP%ffitttt*S|g« (CD R) 

W5# N CDR^<DT^y^IB^j0^t£te^&Tl^ (Rabat, E. A. 

£u TSequences of Proteins of Immunological Interest] US Dept. Health and 
25 Human Services, 1983), 

w©«fc 5 fc3PHfc3£<5t % t h I APW 5-^?*^ ^ P-f /I'ftffcORT 
l»7^ y^E^IJ^Ka bat fe Jc V ffsfii* tlfcfctftOT ? / ^sa^x 
-^^Itfctttft, tBKi4Sr«-<5r.i:H:J:») C.DR^[*Si*Hj:^-f^p< 
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5 k sa^a 




m i 

CDR(l) 


CDR(2) 


CDR(3) 


pGEM- 


-Ml L 


5 


4 3-5 8 


7 4-8 0 


113-121 


p G EM- 


-Ml H 


6 


5 0-5 4 


6 9-8 5 


118-125 


pGEM- 


-M2 L 


7 


4 3-5 8 


7 4-8 0 


113-121 


p.GEM- 


-M2H 


8 


5 0-5 4 


6 9-85 


118-125 



10 (^P-WkcDNAOM©il (^7MABL-1^TO 

;*7MABL-2ftft©ffs||[)) 

4. 1 7MAB L- lM&M%d£2lZ <Ofc& 

^7MAB L-lft#*&%1-Z'<?#~%jm't Sfctf), 
MAB L- 1 LiMHiV»3-m c DNA^ o-yp GEM-MI 
15 LMpGEM-MlH^PCRifeiaWLfco ^LTHEF^I^^- 
OR^IB^SWO 9 2/1 9 7 5 9» «ALfc 0 

fc&^ftff^t/^-r-MHS 10) |4 % © v®#© y -^-BB 

9U©ft^Sr=J— K-t-SDNAjC/^^JI ^XLloKo z a ka^ir^f-^iS 
20 fll (J. mol. Biol., 196, 947-950, 1987) RUH i n d III. MWtifttUtiL&Ji 
•fZ>£ 5tefl8tf-Ufc 0 L#Vfg#©fcfc<0&#:/7>rT~MLAS (IB91I#.# : 
1 1) ^.t>*H^V^Wfcfe(7)m^7^^-MHAS : 12) fit, ■ 

j = - Ki-« d n aeaikw -ryyjx t jlo* y ^ Kt— 

iHWaVBamHi»Jis»*»ffi«rqri-SJ;5»3iKthLfc. 

25 PC R&Jfc 100/iltt, lO/i 1O10XPCR Buffer II, 2 mM M g 

CI 2 , 0. 1 6mM dNTPs (dATP, dGTP, dCTP, d TT P) N 

h<DDNAtfV * ArapliTaq Gold, 0. 4 n M"f 0<7>#^7^ % 

M8ngOiiDNA (p GEM-M 1 L&tfp GEM-M 1 H) Sr^fU 
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9 4t©«Stt9»U^t9 4>°CKXlfrm, 6 0°C\CX1^R 

PCR»?r QIAquick PCR Purification Kit (QIAGEN tr^X^M 
5 U H i n d III XVB amH I fiftU ^ LftVffiJfcJC-^TWu HE 
F^^^-HE F-d:, HiglVTOfcoVN-CteHE FM^^^HEF 
- y^ft^ft^n-^i/^LfCo DNAiB^lJ^W^, jELV^DNAia^Jt^* 
-rSDNASff^^tpyy^^ K&^ft-^ftHEF-Ml HEF-MlHi: 

10 4. 2 ^7MABL-2^M^^- Offttt 

cDNAO^KpS.t^^n-=V^ft, p GEM-MI LS^pGEM-MlH 
©fU?0 |:p GEM-M2 L&t>*p GEM-M2H&||MDNAK:ifi|iLfc&& 

b^t. MiH4. ifc^xm^Ltc<Dbmc%mz£.vmi®RTf?u-=-yy 

£fxV\ DNAgS^^^ IE LV^DNASB^J^r^i - ^ DN A^f^t^r^'tf , 7 0 7 
15 ■ 7> ^ K^r-tft-^frlHE F — M2 L N HEF-M2Hi:^ Lfc 0 
4.3 C O S 7 iM^i&fc^A 

7MAB L - l^St/=3r^ 7MAB L- 2^0-ii^^^M^1-5 
fc#, ftfrfeSgm^^-STCOS 7«{£:fc^Tf£§tLfc 0 
CD ^ vMABL-lj5&<Djjfc^i»A 
20 HEF-M1L^HEF-M1H^^-^ Gene Pulser (BioRad *± 

St) %m^x^\s? hvtfu-i/3yfc£vcos7mmmmmnfc%k^tc 0 ■ 

#DNA (10/xg) PBSflXloW/mKDO.SmlSr^y 
h ^AUx., 1 . 5 k V, 25/zF ©^fi^T^/^ £-$-;ifc 0 

25 10%© y-^nyy ^71)- &-^1-"5DMEMi£^£ (GIBCO 
BRL tfc«i) Ktntto 7 2fflig#©^ *«±?HS:*«>x it'Cf^itt J; U JfiBIS 
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^7MABL-2^ft3ft45^-©$Af±* HE F — M 1 L^HEF-MIH^ 
©ftfc>5 CHEF-M2 LiHEF-M2H^^- &/BV*fc;&$rK^T\ 

friS4. 3 (i) \^MLtz<D km z%mz.£y cos 7 mm^v&Mmfc&L, 

5 4. 4 7P-f^ h2LLiL= 

M h V-*ft^tz 0 fc h I AP^|§^-rS^^^ejfiL^«^L 1 2 1 0« 
4X.1 0 5 i@^ ^7MABL-l»M^fcCOS 7»©ig^±?ffc 
5V^=5r;* 7MABL-2^M^fcCOS 7 »<Di#^±}f fc5 VM3=i 
10 ^ b n—jvh LTtMgGl ffifc (SIGMA ?±$^) SrJP^ TRii^r-r y^a^ 
-^H^Wci, F I TCSLfcftt h I gGW (Cappel *±M) «r*n 
x.fc 0 ^y^^^i/aySr/^Wf, FACScanli (BECTON 
DICKINSON |±^) ^T«^^M^Lfc 0 

t<Dm^ 7MAB L - 1 7MAB L - 2» N fc M A 

15 P£3§m-rSL 1 2 1 om^^^^^Lfc^i^j:?), iLtlbtf)^^ 
? * ^ / n -t/^^MA BL -1 M A B L - 2 (D^t^fKD Vlg 
^IELV^it^-t-S^i:^^b^i^ofc (Ell~3) 0 
MMM 5 (S«MA B L - 1 WW»A B L - 2 *t#— F v 
(s c F v) fSigOfm) 
20 5. 1 gj^MAB L - 1 ^ft-'^iF v Of^! 

S«MAB L - 1 fet^-^F v LXiPM Ltc a S«MAB L 

^ti^fip cRmzM^xmmu m&i-z>z.b\c£v, tomabl-ik: 

#-#§KF v&ffqKLfc. cl(D^^E]4^m^^^-t- 0 SMMABL-l 
25 tftft-^flF v ©#»!©fcfc 1 6 flO P C 7^ (A~F) Lfc D 
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HAS (y^-f^-B, @KW§- : 14) \X HiV«OC*S^n-Kt5 
d n a y y ^ x UR0 y - 1 7 y 5 «£ 5 ^ISth b fc 0 

5 y ^^-CD7tfeOSu^7 0 7'l'^-LS (7°7-l'^-C, I33W§-: 15) fe s 

y ^#-tf)N«£=i- K-r^DNAfd^-Y^y ^^XLIoHiVfiiCC* 

W7^^LAS C/^-^-D, |H»-§-: 16) J4 X !)y*-©C*S 
S: = -Kt5DNA £/>>T ^ y ^ X LJ.O L # V|g«© N5|5$S£ = - Ki"5 D 
10 NAi^-w^7 5,y-f5J;5^thLrCo 

L gCV^Ofc 7 ^-r-VLS (37°7iW-E, EW£#: 17) 
y — OC^jgSra— KtSDNAtA^^ y ^XLJ.oLG(VflHfc©' 
N«ilr=t-Ki-5DNA^^--^-7 5/7 P i-5J; 5fct8!ff-Lfc 0 L#tV^S£<£> 
fcfeOt^^v-VLAS-FLAG (:/7>f-e— BB8I#-§- : 18) ft, 
15 L#Vft#©C5|*S:=i- KI-SDNA^-r^y XLloFLAG^f 
KSra— K-f--5ia^J (Hopp, T. P. Pjx Bio/Technology, 6, 1204-1210, 1988), 

2mom^it=i c o R ifflmm&mmtiL&Gi-z <t 5 «tf-bfc 0 

$&— PCRfkUffcfcVvr 3o©S^A-B v C-DXVE-F*fTV\ LT 
#PCRMIriSLfc t I-PCR^t#f)tLfc3o©PCR4^^ti 

20 bg.frOffiMtt^itJTy-fe^'^l/*^,, 7'7>f^ASt) { FyiIX.T, 
St^MAB L- ltt*-*iF vSr=»-K-t-5^SDNASr*«Lfc (H-P 
CR). ft*5, Sfr-PCRKSSlvTBu Si^M A B L - 1 Ji^Hi =■ - 
Ki"57°7^ 5 Kp GEM— Ml H (HIM2$r#i), Gly Gly Gly 
GlySer Gly Gly Gly Gly Ser Gly Gly 

25 Gly Gly Ser (|B^J#-^ : 1 9) y >*-f^^3-Kt§ 

DNAIE^IJ (Huston, J. S. fe, Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) ^A/'C^ST'y^O'pSC-DPl, XtmW&MAB L- lffiftL 
8VHT#3r=»— 5 Kp GEM-MI L (HffiM 2 £#§0 £^;jve 
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$?— P C RlkP&©88ft 5 0 n lit, 5a1^10XPCR Buffer II, 2 mM 
MgCl 2N 0.16mM dNTPs, 2. 5«y fODNA#!J^7-f 
AmpliTaq Gold (&± PERKIN ELMER *±®D „ 0 . 4 /x Nff O 7 <f £tf 5 
5 ngO#j»lDNA^tU 9 4°C©^M^^T 9 LT&fc 9 4t:fc 

Tim 6 5.1CCT 1 7 2 iCiCT 1 ^ 2 0 tfl, roIMlLfco 

^.(omM^ *&&3 s^wm^hml, &tm&m*^Ki 2 o cxi^wm\, 

PCRMA-B (3 7 1 b pK C-D (6 3 b ph &t>*E-F (384 
10 b p) & QIAquick PCR Purification Kit (QIAGEN #80 &/SVvtfftKU H~ 
PCRtryt^A/Lfc. ^-PCRH1*3^-C N LT 1 2 0 n g 

PCR±figfeA-B, 2 Ong©PCR»C-DMl 20ng(0PCR4 
/&#|E-F X IOju 1W10XPCR Buffer II, 2 mM Mg C 1 2v 0.16 
mM dNTPs, 5 3.=. y h COD N A*tf U ^ 7— AmpliTaq Gold (#± 
15 PERKIN ELMER *±®Q 5 9 8 m 1 OPCRM^, 9 4 < C©|0Slia£fc: 

T8 5>ffl-tb"C»:»C9 4°C^t 2£SI % 6 5°C^"C 2«t>'7 2°Ct£-t2#ft £ L 
- ©«g/£-0jD8& L/Co n ©ffl&f-'f ^ /ufc 2 IDKm LfcgU -tfr-^ft 0 .4/iM© 

4 °C^T 1 6 5 °C\CX 1 #W£tf 7 2 °C{CT 1 # 2 0 £ ©MStfTSbH 

20 »U r.OiSL5^>r^^*3 5®5imLti^ Mft^7 2°C{CT7#(M 

S-PCRCJ; ?>±Cfc8 4 3 b pODNA»f>fSrffif|!iU Nc o I&t>*E c 
o R I T-MfcU ^6>*L/tDNA»fJt3rp SCFVT 7^ * — tc* n — = 

Lfc 0 3&*5, «^^-pscFVT7ij:, ^x^a-iasssss 

25 JCil-f 5p e 1 B v^-TvUfi^lJ (Lei, S. P. b> J. Bacteriology, 169, 4379- 
4383, 1987) St^WS. DN AgB?!I*^0«, S«$M A B L - 1 
^Fv<DIELVNT5y^ia^J^3-Ki-5DNA®f > H-^tf7 P 7^5: K£ p s c 
Mli^Lt (H!5£#jl) 0 Kp s cMl fC^ftSffflltfcMAB 
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l - 1 tfcte-#jKF v (Dm.wmiRxir s: / mtmzmpm^ ■. 2 0 t^-r 0 

'^-Srf^5»-r«/tae> % p s cMi^*-&PCRjfefc£D£imLfc. ^LTftfe 

CHOlli, DHF R-AE- r vH-PMl - f (W0 9 2/l 9 7 5 9# 
Rg) E c oR IMSma I iftia ^M^^ili U EcoRI 

-Notl-BamHI Adaptor (Si@jg*±M) Sr3t*t-f5 i: m «fc 9 

2 1C*tSa 1 - VH S zfy^^-AW^y^^-t LTf|— ? 

ZC^tFRHl a n t i ^'f^^fc, 

P C R^ lOOultt, IOaIOIOXPCR Buffer II N 2 mM M g 
C 1 2x 0.16mM dNTP s N 5 3.= y h ©D N Atf JJ 7 AmpliTaq 
Gold, 0. ^MToC^y^-r-, M'8ng©iiDNA (ps cMl) £ 
-^TU 9 5°CO^fflM^T9^P H ^LT^^ 9 5 0 C^T1^-F^, 6 0°C^T 
l#TOt>*7 2°C^T1^2 Og>IBU r^|l«^X'»Lfc 0 ^©figlM ^/vS: 
3 5 LfcSL SJtSjS^-ft SrSfc 7 2^7 ^fflW Lfc. 

PCR£*£%£r QIAquick PCR Purification Kit (QIAGEN tfcjg) SrJB^TfifiR 
U Sal iMbo II T«bU N*SfflS«MABL-lS*-*i 
F v& = -^i~5DNA0r#&&;fc. £fc:, pscMH^-^Mbo II & 
t/Ec oRI«U C*Mffi^MAB L - 1 ^-*IF v ^ 3 - Ft 
5DNAilj-ilr#f: 0 ^LT, Sa 1 I -Mb o II DNA|jtl»b o II- 
EcoRI DNAiit*pCH0 1- Ig8^^-^B-=^Lfc ( D 
NAlH?lJifc£2>^ JELV^DNAia^J^^i-SDNA^^tfT 0 ^^ 5 KSrp 
CHOMUf^tfc (0 6^#l) o M^^-pCHOl-Igs 
tt* i^?L»«b»ll!a^3S3S5R^Ji-t-5-e!>^ IgGl (Nature, 
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332, 323-327, 1988) £r£A/W3 0 *^7^5 Kp CHOMl|^*il5ffi 
&MA B L - 1 £t#-##|F v 0££gfflRTfi7 % J ^lE^lJ &IE?IJ#-?§- : 2 3 

5. 2 S»JtMABL-2^ifls-3tcgtFv<P^K 
5 ffi^MABL-2^-*iF v £fftf2 5 . lK&oTfBK Lit. 3j|-PC 

RfC&^Tte, p G EM-M 1 HOftfc !) i^S^MA B L - 2 tftHi Vft 
S:3-Kt5^7^5KpGEM-M2H (HJS^J 2 MpGEM-M 
1 L ©ft*? IP tS^^MA BL-2 jftft L H & = - K1" 5 7°7 * ^ K P G 

EM— M 2 L (H«J2£#$) Srffi^U S«MABL-2^-*iF v 
10 ©IEUV^rS:/^ga^J^a-K-t-5DNA®fM'^-a'tP7 0 7^^ KpscM2^# 
ft. Kp s cM2(C^^tLSS«^MABL-2^-*^F v©I 

£fc, p s cM2^^^-(D^tfp^ii9S^MABL-2^-*SiF 
jE L^T 5 / |£IB?!J£ = - K-f-5 D N A^f>t^ MfL§&%»3§3LE p C H O 
15 M2-<^^-Sr#fc 0 ^7X5 KpCHOM2(^tl5SWMABL-2 
£i#-#f(F v <Dm&WBLU7 ^ / «^JSri5»-^ : 2 5 ^^i~ 0 

5.3 c o s 7 jmvfc^vm&^-mx 

«MAB L - 2^-*f F v ©-Ml^titSfcJ!), p CHOM 
2-^*-£COS TMJC&VNTf^Lfco 
20 pCHOM2^^-^ Gene Pulser |£g (BioRad *±§!Q ^/gV^T^l^ h 

O7Kl--v' 3 >'(c:J;i!)COS7»^K^mbfc 0 DNA (10u) t> P 
B S ^ 1 X 1 0 7 iJS/m i O 0. 8 m 1 Ir^a^y b IdDi, 1.5kV N 2 5 /z 

25 1 0%O»>^J|^jfiL?t^^ri- 5 IMDMit^ (GIBCO BRL tfcg) fcJBx./t. 

5.4 cos 7 mwm±mip<D*mf8MA b l - 2 ^-^f v o&eb 



WO 01/79494 PCT/JP01/03288 

29 

$MAB L - 2 fcfc-*mF v & £ ^ # i,~f n y ^ 4 V^m^ «t 9 « Lfc„ 

p CHOM2-<^-£jte^SALfcC OS 7»i£#±?f&tf=< ^ h p- 
frb UTp CHO l^^-Srafte^AL^COS 7iWia«3l±»toV^S 
5 D S S^$<l&£:fTV\ REINFORCED NCJg (Schleicher & Schuell 
. . tfcM) i'te^Lfc 0 5%**A5/W (gMcfLSSttl*) tetany *^SrfrV\ 
0. 0 5%Twe e n 2 #CF L AGirCft: (SIGMA *±®D £ 

^^•^!7^I gG^fls (Zymed tfcR) SrJnfc, MlCT'f ^a^: 
10 . ]tf?fei£8U (Kirkegaard Perry Laboratories %U4> SrjfiiP U 3§&£ 

(HI 7 ) Q 

^O^s P CHOM2^^-|ACOS 7jWJteJ&aU:»*fc©*FLAG 

f v Zfrx^z^htmbfrktz-otz.,, 

15 5. 5 7P-f>f LzLULn 

M h JJ — Srfrofc 0 t h Integrin Associated Protein (I AP) 
v«7^6jfo.Mfl£#;L 12 1 OiSM&U WttayhP- LTpCOS 
**-&?l£«teifeUtL 1210 ftgjg 2X1 0 5 j@{C, St^MABL-2^- 

20 *«Fv*r^*fcCOS 7i»<2it#±?f feSV^i^y Up C 

HO l^>*r-£jBRte&UfcCOS 7«0^*±?f^P^ *±|:-C^y* 

>a *RXfiim<0&* -r^^ftFLAGttf*: (SIGMA *±§D &flg*.fc. 
^dp-a.<<>— > 3 ^Xt«fei£©8h F I TClWLfc^^^ I gGia& (BECT0N 
DICKINSON tht8) &2j[lx.fc 0 H£>f i/^^-i/ a FACSc 

25 angf (BECTON DICKINSON ») fcT&ft!fi£«raiJ£Lfc 0 

Si^MABL-25Lff-*lFvlt tMAP^»Ul 
2 1 paBjamWSWfc^Ufe^i^i t), iOSMMAB L- 2^t#-*«( 
Fv^t h Integrin Associated Protein M£j~t~3 77 -f 4 — - £ 
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5. 6 Competitive ELISA 

b l - 2 %Lfc-%:m f v <Dfcm.%i&mvk&nfe ltc 0 

5 In g/m 1 tIILfc^FLAG^9 6 ^7^;VfV- h<D&$aiM£to 

3 7^X2 BfHiH V^cx-<-h LfCo gfc^m> l%BSA-PBSiITy 
n^^^i/^fro7t 0 ^{CT-r h&U%#&> Mlt F IAPK 

MatJS^- 2 6) Sr^ALfcCOS 7»if#±?f B S 2^ 

«Lfcti^^#^^yW'JP^fc 0 ^m^T-Y^^^^- hS-t^gfe^, 100 
10 n g /m 1 dfflfiE Ufc If^WbMA BL-2 £t#: 5 0^1 S-tWIW^ Ufc'S 
MMAB L - 2 ^-*iF vl^C O S 7 13^^ 5 0 n 1 &^?PLf:: 

7t Y ^7° YTW> (Zymed ®M) %Mz.tc 0 M.fCT-f 

(SIGMA M) ZtiUx., 0 5 nmT?<Z)M;& 

15 ?:»Lfc 0 

^(OW^ MMABL-2^-*lFv (MAB L 2 - s c F v) ft 
3yfp-;V©pCH01^ACOS 7^«*±*fcifctfcLTI^ba^^# 
»v^7^MABL-2MOt h I AP^JI^CD^^MLfc (012) o 
rco^t^bx Sf^MABL-2^{$:-*iF v ft, ^ !7*^7 ^ P — ^/WtfC 
20 ftMABL- 2<D^fl^fi(DVmWi(DlEL^^mm^i-^^ tH)^m^tltc 0 
5. 7 in vitro T*<PT# 

t h I AP&itfei^ALTcL 1 2 1 OMm, &tf=» ^ V u-)l<b UT p C O 
S l^<?$> — Sritfc^ALfcL 12 1 0&BJ&, WCCRF-CEMDM 
V\ Si^MAB L- 2ft*-*fF v©7* h-^Mfi^An n e x i 
25 n-V (B0EHRINGER MANNHEIM ttfit) &&fC=k 9 &f<tL7to 

#»1X 1 O 5 ^, SMMABL-2^-^fF vMCOS 7»i| 
^ifif&SVMS^bn-A^ LTp CHO 1^ ^-|ACO S 7$Bfl&i^± 
?ff£if&M5 0%T*^UL, 2 4«i##b7c 0 ^<£#x Annexin-Vl 
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&&ffV\ F AC S c a n^ft (BECTON DICKINSON #M) \ZX$kft&&%Wl£L 
fc. 

An n e x i n - VgSfelC i5ffl^f©3l$*SrBI 1 3-1 8^*im^Lfc 0 

. . ABL-2£fc#— >M8Fv (MABL 2- s c F v) »L 1 2 1 OiHM&fcijSlvr 
t M AP^teSttfcSUMPHJfe^&K*Cfc '(Hi 3~1 6). Sfc, CCR 

17~18) 0 

10 5. 8 CHO»:fe(t5MABL-2M^-MF v y 
MM 

MABL-2^4*0-*|Fv K) ClWSCHO» 

ac*fltSc-f5fc» N pCHOM2^*~£CHOMtote^ALfc: 0 

pCHOM2^^-^ Gene Pulser (BioRad tfcSi) St^T^I'* }> 

15 n^V->>3 ^}C«t 19 CHO»^g^Lfc 0 DNA (10/jg) tPBS 
. »LfcCHO» (lX10 7 »/ml) ©0.7mi-^Ut©^df 
»^<y HdJPx., 1 . 5 k V, 2 5^ FO$fi^r^/v^Sr4^.fc. Si&fcT 1 0 

I&]S4?l*tf tSW^Fta -MEMJ^i (GIBCO BRL tCjB^IIUfco 
20 ftbJlfc^o-y|:oV^ SDS-PAGEtt|^if5^^>M5, 
SrflfcBU ^^A<DM^ S ^ n-y^MAB L— 2£rt#cS5l5<£) — ^0F v <Z30^i^3 
«iLT51^tfc 0 l OnM methotrexate (SIGMA tfcjK) Sr^tf^Jk^«% 
CHO-S-SFM II (GIBCO BRL tfc») fc-Ci&ggL it#±»^fe> 

25 5. 9 CHOlBI)iai^MABL-2M^- #$KF v <PffiHK 

5 . 8 T'#fc-^F y58mCHOg^«©««±fl!fSrAXa*fffl*^ M/ y 
3? (PAN1 3'OSF, jfi^^-f*/U) ^ffiV^2 0^-T«Uc o ftffift 
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CHOlSJfi^iif /j^-5|JiF v OilJij:, Blue-sepharose, M Kn3r>> 

(1) Blue-sepharose *7^^ ezv W7 74~- 

mm±.m<D^m$.* 2 0 mM f£«»f$C ( P H 6 . 0 ) \ZX1 0 #F#fc U £ 
5 (1 0 0 0 0 r pmX 3 0£) fc<£ <9 ^^£l&*Lfc 0 

t it Blue-sepharose (20ml) U HM«T?;i7 7 ^ £ 

» «WNaCllI^0.1, 0.2, 0.3, 0. 5£tf 1 . 0M*T? 

&t*&i&ttilii£-<Sr£flfU -*iF v«fg£*i7ciif# (0. 1-0. 3M Na 

10 Cl^WSj^) ky—JlsLs Centriprep-10 (7^y) ^V^2 0MIl 

(2) /n-T Kn^>7>?^ h 

(D ©l»10mM U ^SJgSff?K.(pH7. 0) l:T10MI?U 
^ Kn df-S/7V<* >f f*7^ (20ml; BioRad) fcWfta Lfc 0 6 0 m 1 <0 1 0 
15 mM WmkWfc (pH7.0) T*# 7 0 ^8fc»»iK*#& 2 0 0 

mMlfEi^t±(f, *7AfcK3|rbfcgeKSr»fflbfc (BI19). SDS- 
PAGEia <9 #®^S:5>*f Ufcig^ li^ASW^B(:-*iF v 

(3) 

20 (2) ©K#A&T*B tr-tax-eft Centriprep-10 SrJBVvrSMSU 0.15M 

N a C 1 2 0 mM g£K&ffi& (p H 6 . 0 ) X*¥%fc UTSKge 1G 

3 000SWG*7A (2 1. 5X 6 0 0mm) tSfc&HLfc. ^P^h^7^£EI 
2 0H*t. #b*T/fcK^S:SDS-PAGET?^bfcitem, V ^ ft t> £K t? 
(A I , B I ) # B WO-*||F vtJb?, ^/l^T^tff Lfc*t:fc< ®# 
25 AT'tta^ftlC^i^ 3 6 k D, ®£BT?»|1I 7 6 k DK^ft£ft7c: 0 ft£{ 
l/fc-*«Fv (A I, BI) Sri 5 U /KT 3; K^/uSrJH 

V>-C##fL7c 0 i^^£^5c#Mtk »T«l, Laemml iO^ 

Kmzxmfsmh^nw *inaf^^-7^7*!J iiTyh^^Lfc, 
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m2i {c^-ri 5 ^ a i N b i ^i*titmKM<omto<Dftmtz.mt>t>ir, at* 

#A I&tfB I^TSKgel G3000 SW*7^ (7.5X6 Omm) £/g 
5 Wc<7VMliiiK: i VftffiLtzffi^ WftA I f±^/-v-©t°-^(D^ WifrB I 

BI) tt\ ^-*^F vO^]4%T*$5ofc 0 ^^-7-®^^^^^-^ ^ 

5. 10 jcIi»T'OMAB L - 2^10- ^jF v aK y K3&% 

io ^££r^2SM 

MAB L - 2^ft^-*|F v *^«l0«#:rt^-CSft*«JJw38^-t5^^ 
^-Srf^Ki-Sfc*, p s cM2^^^PCRgi:J: Ufi^Ufc. 
DNAijtSrpSCFVT7^i^^H^ALfc 0 

15 . n-FtSDNACM^y ^Xllol^n K^JOTSTd e I ffiGgPMRRffi 
»^#-r^ia^J#-^ : 2 7titNd e-VHSmO 2y7^fv>-OT^ 
7 4*?— k ULiVii©C*^3-Ff5DNAlW^!J ^XL£o 
2ffio^ih3 K^fttfE c o R I ^JPS^M^iSr^ri-§ia^J#^- : 2 8i:^ 

fVLAS^'fv-^^c i^7°7-l'v-©Nde-VHSm0 2 

20 I±^ill*rttti^t|glt5fc*, HiVi«(DN*K3-Kt5D 

NAM^y x-t-5Ss#fc 5 *^«M^/^-ev>5 0 

P C R#f& 10 0^ 10/il<D10XPCR Buffer #1,1 mM M 

gCl 2N 0. 2mM dNTPs, 5^yf©KOD DNA^ ]) ^ 7*—*i. 
(&±Jfc#*frtfcl4K UMfo©^7^-7-, StflOOngOilDNA 
25 (p s cM2) Sr£#U 9 8tttl.5&IB, 6 5 t^T 2#TO 7 4 "CK 
X 3 0 S>K % £ <£liI#T*M Lfc, n Wffl&iM ^ ;v* 2 5 HIS^ Lfc 0 

PCR£fiJeW£r QIAquick PCR Purification Kit (QIAGEN thiSD' ^V^TMM 
U Nd e I&tfEc oR ItWU #fe>tlfcD N AKfjtSr p SCFVT7^ 
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— \Z.# u~-—l/4fl,1t, fc*5 % #3S^<** — p SCFVT7HNde IR 
t^EcoRI T^kbfci <fc V) p e 1 B i^:JvVlE?lOTJI&£ tlTV>5„ D 
'NAffi?!ISfe£©gK jE^DNAE^Jfc^SDNABrtfSr^t?:/?*? K&p 
s cM2DEmO 2 Lfc (HI 2 3&#flg©££) 0 Kp s cM2 

5 D Em 0 2\Z&tiiriZMABL-2foft&&<D—*mFv<om&mm2LXfiT%; 

m&ii&m&m^- : 2 9 m^t-, 

5. 11 ^M^»^fet-t^MABL-2^a3fe(7)-^F vtK]J^7 0 5-K 

. MAB L - 2£tftfc3fc©-#«F v # p - K£3§m«*M*&#3fc 
10 ft, pscM2DEm02^^^l|BL21 (DE3) pLysS 
(STRATAGENB *±M) te3£IMS» Lfc, %bfltz.t P-y(:oV^, SDS-PA 

5 . 12 ^iliflag^OMAB L - 2^ft^g)-^iF v ^ !) ^/f 

15 mm 

^iteiU#bn^lliOv/y^3P^^LB§i3mllCt2 8°C 
t? 7 U ~ft&7 Om 1 ©LBigi&Kffi;Uit\ 2 8 0 CKT-&ig#& 

fTofc 0 ropre-cul turelr7LO LB^jft^1lt^li#\ S** — 
-p<^-£/8V>T2 8°C. ^ii^3 0 0 r pm^Ti§«Lfc 0 O.D. = l. 5 

20 ©itfamM IPTGt'iiW^ 3 «J#*^frofc 0 

^*»JS'L^il (10O0OXg r 10^) U fomt LX®®.LtcWfcK 
5mM EDTA, 0. 1M NaCl, l%Triton X - 1 0 0 £-^t? 5 
OmM hV^m.m^mm (pH8.0) m^W. (out put: 4, duty 

cycle: 70%, 1^X100) fCj;t)®^«#Lfc 0 r ««£jt£vftil (1 

25 2 0 0 0Xg, 1 0&) Kl^tt, tti L-CH]ItXtfcMA^^5mM EDTA, 
0. 1M NaCl, 4%T r i t o n X- 1 0 0 5 OmM h D X&lt 

Bffiffi. (pH8. 0) SrJn*., SJfjg^S^a (out put : 4, duty cycle : 50% N 
30#X2) 4rffv\ i'^i (l 20 00X g> 10#) m«t 9 SlftS6SC&£fc 
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Bftfi&K£-£A/;EitA#S:6M Urea, 5mM EDTA, 0. 1M N 
a C 1 Sr-^tP 5 0 mM hy^SlM (pH8.0) fc&ffiU 4M Ure 
a N 5mM EDT A N 0.1M NaCl, 1 OmM 
5 ^&5 0mM hy^TOM®^ (pH8. 0) T*¥ff^tfcS e ph a c r y 1 
S-300 (5X90cm, AMERSHAM PHARMACIA ttID ^1®*7A(^ M 
5ml/^T*nU £^LW5iS5HJto-#0iFvmSLfc. 
SDS-PAGEf^U MS^it^IItfHciOl^ O. D 280 =0. 2 5(1* 
5i5tC^/l^*ia"effiV^?8 E jK"C?*3R^ 5mM EDTA, 0.1M NaCl, 
10 0.5M .Arg, 2mM aSTcS^/V*^*-^ 0. 2 mM MMfAsf^jlrl/ 

^tf5 0mM yy^mmmm (phs.o) ^Lxm^s^ff^^t^ 

j;!)^ I^Mtl^fiot ^fctO. 15M NaClHtf2 0mMB8 

m& ( p h 6 . o ) cmu3 maw u «£&%?to tc 0 

15 0. 1 5M N a C 1 2 OmM (pH6. 0) TWfbLfcS u 

perdex 200pg ( 2 . 6 X 6 0 c m % AMERSHAM PHARMACIA fcM) ?A%t 

-KftfcW©$>^ ±®t ,, -^^f-^fc°-^(D2o©t ,, -^^^ttl$tl,7j: 0 S 
DS-PAGEia5^ (0 2 1 #180 XtW^jfiOiSffiffifia*^ £MV 

F v # 0 K©jJ& 4 % T*& o fe 0 

5.13 MABL-2^[ftft5feg)»i!t~3|g^F v^U^T^KO in vitro Tr 
25 t M AP&JHS^AUfcL 1 2 10liJ6 (h I AP/L 12 10) &fflV\ 

c h ommRu±mmm&±(DMA b l - 2 v ^ y 

K (MABL2 - s c F v) (DTtf h~. ^^ISIjBf^ffiSr^ ^<D2o<Z57°n fn- 
M:TAnn exin-V (B0EHRINGER MANNHEIM fcfcSD Jfefe^i <9^L7c 0 
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%~(D-fn h3-/Wi, h I AP/L 1 2 1 0»5 X 1 0 4 ^}£, fctmpt* 
3jig/ml T?«SJP U 24 l*ra#* Lfc. fciftf*** t LT\ 5 . 9 "C# 
fcCHO»^MABL2-*iFv©*/T-M^-7-, $ & 5 . 1 

5 t?* I gGftfrtoV^t^Lfc 0 Annexi n-VjfefeSrfrV\ 

FACS c a n^g (BECTON DICKINSON *±®D KTMSIig Ufc 0 

flO/p f3-;Ht h I AP/L 12 1 0»5X 1 0 4 fl§^ ^ 

.^ms 3 M g/mi -csfeon u 2 mmmmmzfcF l ag^* (sigma a 

M) 5n/ml "e»U J5KI2 2B#TO#Lfc 0 £tftf£{S|-£ LT N 

10 5. 9X*#fcCHO»S5l5MAB L 2— v<Z)^/^— S.t^^>- bn— 
£ I g G^ft^o^-O&ftf Lfc 0 jgmW., Annexi n-VSfc&£ 

ffv\ facs c a nmwtexmftmt&mfeLit. 

Annex i n-VMt-=t5iMf ^02 5~3 1 fc^fteh^Lfc 0 
CHO»S.tJ«^®»0^(DMAB L- 2 ftft£&-#ilF vtf 
15 y-^^KO^-r-te^bn-A' (H2 5) k&1fcl,Xmis^MfZ%ffim 
Ltc (1212 6. 2 7)'^ CHOm^t^«®Mjg^©-^F v^])^ 

^h*<D*;^-(DTtfh-^xnmftmnmbtitefr^tc (H2 8, 29). £ 

fc, ^CFLAG^O»^j;i9 s CHO»SSI4©MABL-2»*-* 
^F vztfj) s<~7=?- KCD^E-y -v— fia-^ f n — /!✓ (0 3 0) t Jttfe LX%t LV»i8BJIS 
20 JESrIPILfc (0 3 1). 

5. 14 s c F v/CHO^!)^f KOTy-7-lW-7^t hf 11 

(i) v^ijinigGtis 

25 St) OStlix 'TOE L I S A-effofc. 0.1%l»i$ (pH9.6) 
T'l a g/m 1 IC^Ufcir^t b I g G#C#: (BI0S0URCE tfcHU L o t # 7 
902) 1 0 0 ^ 1 £r 9 6 £^7° W- h (Nunc tfcjK) 4t)T'— Bfe>f ^ 

*3L^<— >g^U tftftSrHtHteLfco ^^y^Oi, 
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MM h%Wtm& tLTtMgG (Cappel Lot#00915) 100 

LfcTV^ y7^7r^ fc • M g Gfctft (BIOSOURCE VM S L o 

t#6202) 1 00^1 ^U^, ^^TliM^^^-^ai/Lit,, gfe 
5 ^fC?gf£&;&[J;t, ^^ra^ay©!, MICROPLATE READER Model 

3550 (BioRad |±gSQ &/i^T4 0 5 n mCDMS&M£U IfqOt M g GO 

K3fe£«fc Bft&HfctfeSi»fl a ^ v^ii^ot MgG (M*W*K)' ft 

(2) S-^^O^ 

10 s cFv/CHO#H7f K© ; E-yv'-S(;^7'-(j: > ^ii^ 

^LfcPBS (-) SrJB^-t, ^ftlO. 4mg/ml > 0. 2 5mg/mlj; 
ft 5 J: 5 i-f^ U S-^-TO i Lfc 0 

(3) k hMfi-^^TVW^iSi 

15 T) Sr/Bl^T in vivo IftLfeKPMM2« (#§i 5 P7-2 3 6 4 7 5 
m) & 1 0 % $ v'l^^jfiL^f (GIBC0 BRL StcS tfR PMI 1 6 4 0 

(GIBC0 BRL tfcJJ) X* 3 X 1 O 7 ^/m 1 Hi ft Si 5 t'MU7c 0 fcb*» tfeW B 
tfcT W o GM 1 ^ (SJ3te*ESKtfc», 1 T /I'Sr 5 m 1 T*^?) 10 0^1 
£&T&^LfcSC ID^!?* 6») fc±SBKPMM2 

20 2 0 0 ul (6X10 6 m/~?'}x) SrWHRJ: •? Lfc 0 

(4) 

(3) VftMLtzh h'WMM-rVx^'fMz.ttU KPMM2»«3 0 
1B2HK 3BBB N ±12 (2) -ClBJaUfcSW^ *7-r-|j:2 5 0 

25 fcPBS Hi»10 20 > 3BW, 2 0 0/i K I§Ii!3^Lfc 0 

(5) s c F v/CHOaKU^^KO^ey &t5^-r— rot Mt-ftlK^fii 
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h I g GfiogfbfcoVTtt, K PMM2WII2 4 0 B U 
5 ±IB (1) Trifi^fcEL I SA&ffi^Tfc M g G*SrSJS Lfc„ *©*t* % P 

b s (-) Mtii, iLftfc m g g (m* w<*jc) mam 8 5 0 0 M %/ 

m 1 *-e±#L-CVN5©tcStU s c F v/CHO^^-S#^"Ctt*ffl8P© 
l/.l OETF££¥fcffiffi-Cife?K s cFv/CHO^v-yjSKPMM2tt 

<D%M*#mz&<m\lsX^ZZ k&7jk£titc (8 3 2),-^ £#SIBIK:o 
10 lvCt>El3 Sfc^-fiastK 8cFv/CHO^v-jjt4WPBS (-) 

s c F v/CHO^v^t htll^^^T/W^LT, St 

jtafia^srWi-si: fcas^stifc, woafese^tfr-r & s s c f v/cho^ 

>T^-©ftlli#S&*fi % S»3feSCJifr^W1-5TsK h-v^ffjgMKS^K t 
15 #X.fetl5 0 

5 . 15 &!tmmmm 

«#A©JliL^^^y^toaL/tS^iaf»cJ:9J|jliLU PBS (-) fi!) 3 
20 03fci£Lfcf^ PBS (-) \CX$cim&&2%<pftfaft&ffi&*timi>1t.o tfe 
gf-^/Wl, MiLTv^I g G (Zymed *±§D &;BV\ MABL-2S 

©— ^^F v ^? U ^'ff- yttD^jT^b? 4 "v— <H£^J Lfz 0 ftshttomMft® 
Srtfe*tt-5fc«>te\' ^t/^=>?±|5I©UJ^©9 6 S^AC/l^- h U ±13 

25 ©trifle i^/l^ 5 0 n 1 /^/M^H Lfc*»C, 2 * & 5 

On imu, jlftU 3 7tJT?2B#!!fl>f ^a^-S/a 4 < Ctf—gftft# 
U «HSr*J^Lfc„ £fc, )5tIilT> PBS (-) &5 0 M 
U ^•^^7 p ;ui«{cLT^^^fTofc 0 £tft©ft«gWu 
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g G, MABL - 2fctftte, 0.01, 0.1, 1, 10, 1 0 0 a g/m 1 , — 
Wvlt 0.0 0 4, 0.0 4, 0.4, 4, 4 0, 8 0Mg/mlt«I 

^tfc 0 ^r^mfi, TIB©S 2 fcTjk-fm 9 , MABL-2tot 0. 1 n g 



m 2 



mlgG 

MABL-2 (intact) 




0.01 


0. 1 
+ 


1 

+++ 


10 

+++ 


100 

++ 


(Hg/ml) 


scFv/CHO *77- 
scFv/CHO ^*/f7- 




0. 004 


0. 04 


0.4 


4 


40 


80 (ng/ml) 


scFv/E. coli ?*^v- 




0. 004 


0. 04 


0.4 


4 


40 


80 160 (ng/ml) 



2mM6 2o<DH^V«Sl^2O0L^V^S:-g-tf«^s c (Fv) 2 X 
Xm^(0^(D^^- KU y^^-^ftSMAB L- 2ftfsc F v 
6. 1 MABL-2^s c(F v) , M^7^-; K^li 
MA B L - 2 fcfo&%:(D 2 0<DH^V^S:tJ« 2O0 L^V«^t?3fe^ 
15 & [s c(Fv) 2 ] SrlSmt-S^^^ KfcfEK-fSfc** Su51i pCH OM 2 (M 
ABL-2trt(^S*©s c F vSr = — K-f 5DNASr-g-tp) *£ATC*i"St)P 
C RifcfcJ: 5 L, #btl7tD NAilt^ P C HOM2 t^A Lfc 0 

5DNAM^5^Xt5EFlWv- (@S?lJ#-5§- : 3 0) fcffiffi U 
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y ?y xu§.oy m®*=*- K-r z> dnas^j mmm& 1 9) rxfs 

a 1 I$lJPS^mMfS^^-t-5VLLAS7°7^v- : 3 1 ) fcffi 

5 PC 1 0 0 /i 1 10/i 1O10XPCR Buffer #1,1 mM M 

gCl 2N 0. 2mM dNTPs (d AT P„ dGTP, dCTP, dTTP), 

-?T.< MlOOngCilDNA (pCHOM2) %^~fZ, 0 PCRfM 
9 4^(^X3 0#f H 1 N 5 0iCf:-C3 0WM7 4t(:Tim i(Dldi^-r?AD 
10 S&Lfc. -^as-9-^^/^3 om^Lfco 

PCR£j#^& QIAquick PCR Purification Kit (QIAGEN tfcfii) fcRJV^TJtJBi 
U Sal ItiftU ^bfrWbDNA$rJt£p B luescript KS + ^< 
9 9- K9-n—-y?Lit 0 DNAl«Ots EtV^DNA 

la^J^-t-SDNA^^tfT 0 ^^^ K^S a 1 I U #fcftfcDNA 

15 ®r>i*&S a 1 I TiftffcLfcp CHOM2 K1 Rapid- UNA Ligation Kit (BOEHRINGER 
MANNHEIM #M) &/BV^-Cjg$£ Lfc 0 D N AlB^iJ^:^^^:, IE LV^DNAjSB^ll^rW 
-t-SDNA^^tfT 0 ^^^ K^pCHOM2(F v) 2 i^Lfc ®3 4^# 
J$)= #^7*5: KpCHOM2(Fv) 2 ^^5MABL-2Sfrs c (F v) 
2 ^£>l&S@EM&t>*T 5 / »BB?!l4rE5II#-§- : 3 2 }z:^-r 0 

20 6. 2 §^r (D^ ^ F !) V ^?-^|ft A B L - 2 ifr s c F v M 

a* ©ftS^y^Ky u ^lt ch#g - (othlk 

[L«] - [H«] (KTLH) iftSJ;5H:VS«*igfeLfc-a cFvSr, MA 
BL-2**©Hi&tJ!LtcDNAMt Lt^TOii 5 MERLfco • 
25 HL^^7 t OscFv«f5fcfe^ ff pCHOM2(Fv) 2 l:iii L- 
TCFHL-F1 (jE?!|##: 3 3) WCFHL-R2 (BB3BJ## : 3 4) 7° 
7>f^-, CFHL-F2 (|a^JS#: 3 5) #t>*C F H L - R 1 

(@5?lJ#-5§-: 0 3 6) 19 KODtKU ^ 7— ^^X9 4t:3 6 0°C3 0 
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$\ 7 2tl#fW©KJfcS:3 0iaft!>iS1~PCREJft&?TV\ 
fllSr^t? H«U XU< 3-' Wfc F L A Gl2^J^tf Lg[© c D N AJte^^f^R Lfc. 
#6>tLfcH«XTJ«L«cDNASr<»Si LTffi^U- KOD^^7-ftt 9 
4°C3 0fX 6 0t3 0^ 7 2tJ l£K0^&51IIIfc«!)fi^P CR^&fx 
5 V\ CFHL-F 1WCFHL-R 1^7^^- SrflUjiT £ e>fc3 Oi^-f^/V 
SJtSi-5i.i:^J;5 y ^*-^^^V>HL-0^-r^cDNA$r^Ufc o 

LH^^s cF'vS:ffiKt5ft:fe^ tfMABL-2roL.TOHiV 
IJ^Oc DNASr-g'tfT'y^^ Kp GEM-M2 L3t.tfp GEM-M2H (#JP 
¥1 1 -6 3 5 5 7#J$) *mmk LIT,. (E£!l##- : 3 7) 

10 CFLH-R2 3 8) -fy4^—^ CFLH-F2 (ia3W§- : 3 

9) MCFLH-R1 (mm%- : 4 0) ^-SrJBVvCKODtf y ^ 7 

-if 0K#l&) -|:T9 4"C3 0g\ 6 0t3 0#, 7 2°C 1 #fW£>KJS& 3 0 ET 
flfe&iS-f PCRKJft$rfTV\ 5'<IKcy--^-iE?lJ&-£tfLgL M3'1£FL 
AGiS^J^#tpH^OcDNAafi^^#^Lfc 0 #5>;ftfc LKXVHi c DN 

15 AWiLT^U KOD#!J^7-f(IT9 4t3 0§\ 60^30^ 
7 2^ l^r B ^KjS^5Ia]j^l9 3ii-pCR^$r : fTV\ T7WCFLH-R1 

FLH-F4 (gB#J#-£: 4 1) £tfC F LH-R 1 77>f fc/SV^C 9 4°C 
3 0#, 6 01C3 0^ 7 2tJl#BB©KJi5«r3 0 Sift*) ig1~P C RKJftSrfr 5 

20 £fcfc.fct> y >^^^LH-0^Y7 a OcDNA«lfc o 

-5 LTftsfiiLfcLH-CK HL-0^>fy©cDNA*ffilJIS#3(fEc oR I, 
BamHI (Sffiat) MU X h o I ffl(E#£180rffite£££fcVMi£ ?L16M 
l7 J 7X$FINPEP4t Ligation High (JfCi£i&fr) 8r/BV>T#AU 
Competent E. coli JM10 9 (^y*^-^) Sr?$Kte4feLfc„ 5#S^L 

25 fc^C»SJ;»3 QIAGEN Plasmid Maxi Kit (QIAGEN) * '5 KSrfltfSS Lfco 

~ 5 LT7°7^5 Kp CF 2 LH-OXt/p CF 2HL-0SrffsJSLfc B 

lipCF2HL-0lriii:UCFHL-X3 (@B?IJ## ;: 4 2 ) „ C.FHL- 
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X4 (gfi?IJ#-5§- : 43), CFHL-X5 : 44), CFHL-X6 

(BEfll#§-: 4 5), XfiCFHL-X7 (@H?IJ#-^ : 4 6) Oty^7*7 

f:47) ^^■^SrJBVV'CKODJtf JJ ^7^X9 4°C 3 0g\ 60°C3 
5 0g\ 7 2tJl^K<0^*3 0@ttl)jgi-PCRR^SrfirV\ ^fetlfcKJSS 
fe^Ji^iXho I, BamHI (Mit) fcT&SLfco ftbtLfclSf^Sr p 
CF2HL-0OXhoI, BamHIf^fM: Ligation High £r/B 
V^T*AU Competent E. coli J M 1 0 9 &$Sf*sjfcU!:. ^St<5iftLfc^C» 
^£ 5 QIAGEN Plasmid Maxi Kit \CX^7^% KSrlSSLfc. £ 5 L-T, 
10 77U*pCF2HL-3 > pCF2HL-4, pCF2HL~5, pCF2H 
L~6Mp CF 2HL-7<H£J4Lfc ( , HCCOS 7 ttX^-ii WtIS 
V^53Bm^7^5 KSrf^K1-5fc»t, pCF2HL-0, pCF2HL-3, 
pCF2HL~4, pCF2HL-5, p C F 2 H L - 6 p C F 2 H L - 7 
IriWEcoRlMBamHI (Sigii) fc-C&aU |«)8 00bp©»f 

tf£lt?LS&&fflJ&383L/7*$ Kp COS lOE c oR I&t>*B amH I1M b 
£ Ligation High ^l^T^A U Competent E. coli DH5 a %M 
SMElfcLfc. ^W^&LfcTCJMJ: <9 QIAGEN Plasmid Maxi Kit \ZX7°7X% K 
?rlt^Lfc 0 r5LT, W7X>;KCF2HL-0/pCOSU CF2H 
20 L-3/pCOSl, CF 2HL-4/pCOS 1, CF2HL-5/pCOS 
1, CF2HL-6/pCOS 1 2&.I/C F2HL-7/ p COS 1 £flzSLfc 0 
ft^W^^i: LX> ^7^.5: KCF 2HL-0/pCOS 1 OflfJtSrH 3 5 K:^ 
U Ctlt^SHSMAB L 2 - s c F v < H L - 0 > ^iSMOT&tfX 5 J K 

EfliSrSiai*^- : 4 8 ic^-f „ *fc#y^^ 5: k© jj y*-^ft<oM&WM'R.tf 

25 75; ^la^lJ^rig 3 6 »C^i" 0 

£7c, !Jy^-t^Xo^5LH^'f7'©M7 , 7^5 KSrf^HH-5fc«), 
pCF2LH-0^iitLTCFLH-X3 (E#HBH§- : 4 9), CFLH-X 
4 (SS?!J##-: 5 0), CFLH-X 5 (E?tl## : 5 1), CFLH-X 6 (IB 
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#!#■§■: 5 2) X(1CFLH-X7 (SEM^ : 5 3) 



J^^-CKOD#y — M\Z.X 9 4°C3 Og\ 6 0°C3 0£!\ 7 2tl»g 
J^«r3 0 0^19 il-T PC RKJ^$rm\ #bnfcSJ^St)MPS^Xh o I, 
5 BamHIICTMLfc, #^tl7t^fit^ p C F 2 LH- 0 <£>X h o I, Bam 
HI1M h(C Ligation High MV^T^AU Competent E. coli D H 5 a (|C 
Sr^KtelfeUfc, ^Sf^L-fcTCjMJ: 9 QIAGEN Plasmid Maxi Kit \tX 
KSrffilSLfc. M^7^5 KpCF2LH-3, pCF2 

LH-4 % pCF2LH-5, pCF2LH-6MpCF2LH-7lr#iL 
10 " /Co I1CCOS 7«l?W-i§^mMVNS^y7^^ K&fEtW-Sfcfc^ 
p C F 2 LH- 0 N pCF2LH-3, pCF2LH-4, p C F 2 LH— 5 > 
p CF 2 LH-6Mp C F 2 LH- 7 £rfft!l$&$E c o R I amH I 

(MJg) $38 0 0 b v<OfRK*T#*~X?A'%f$.f®h\ZL&Z>>? 

frfrbtDmtiLteZQft&Lti. ftbfrizmK&®%W}Voitoi&%&7?x$ fpc 

15 OS.l©Ec oRIWBamHIt'f Ligation High Srffl^T^lAU 
Competent E. coli DH 5 a (MW®5) SrJgSMEifc Life, ^SflBifeL.fc*:»fff «fc 
<9 QIAGEN. Plasmid Maxi Kit Ht^^? K&fiHWUt 0 iHT, H^T 0 ?* 
^ KCF 2 LH-0/p COS l x CF 2 LH- 3/p COS 1 N C F 2 LH — 
4/pCOSl, CF 2 LH- 5/p COS 1, C F 2 LH- 6 / p C O S 1 R 

20 (/CF2LH-7/pCOSl^Lfc, ft$t#}%WkLXs 7"7^^KCF 
2LH-0/pCOS lOfll3t*r0 3 7fcjj*U ^tl^t^SMAB L 2 - s 
cFv<LH-0> (DM&WMRtfT % J W&M £I2»-^ : 5 4 fclijc*-. * ft 

* ^ ko y > #-^#<z>i££sa?ott>*T s: y ^sa^j&m 3 8 k*h- 0 

6. 3 COS 7SHBja^fetf5 s c F vRTfis c (F v) a <P38% 

25 a) &iktffi)&T*<Ditm±m<Dm& 

HL?j7, LH^^^s cFvMs c (Fv) 2 ©MOfc*t, COS 7^ 
m (JCRB9 12 7, ta-Ti/f^x^glllta) T?©— ifi6«)|S^*ffo 
fco COS 7iNBflSttl 0%^Jte JllfiLi* (HyClone) «r£tf DMEMigiffi (GIBCO 
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BRL*±|S() fc:-t\ 3 7^©&Sfe;#*ffiffiW*^gf^*Lfco 
6. 2Tli^LfcCF 2HL-0, 3-7/pCOSl, & L< f£C F 2 LH — 
0, 3~7/pCOS lXlip CHOM2 (F v) 2 ^*-£, Gene Pulser ^fi 
(BioRad tfcSSl) SrJBVvC^'W h P # a ^{C J: t) C O S 7'fflffo\Z. h 7 

5 7*?i/3l/Lt£ 0 

DNA (10/ig) i: DMEM (1 0%FB S, 5 mM BE S (SI GMA 
HO) ig^^2X 1 OWml^O. 2 5ml ^a^y McJP*., 10» 
fi©&U: 0 . 1 7 k V, 9 5 0 ,u F (DmmKX'VUX %J§-z.tc 0 1 0 #WSHl©fL 
^V? hntfv— i/ 3 i^ftfcM^DMEM (10%FBS) JgHftHljl-g-U 
10 7 5 cm 3 77^3i;Mfc 0 7 2 fflig*^ i#e_Wf&^ £ 9 

M$Ut<B&*U ItO. 2 2^m#f/Wh^7^^-'(FALC0N) Kl 

tmu rti£ign±?f (cm) at 
(2) m&Lt&&j&-e<Dmm±iif<DmM 

±IB (1) TO^&T f7^7s^V 3 ^UtjfcM&fcDMEM (10% 
15 FBS) »iDi7 5 cm 3 77^nfC-«Ui, it*±?jf P 
BSCTM, CHO-S-SFM Iligifc (GIBCO BRL tfcfiD ^»Lfc 0 7 

6. 4 COS7 CM^<DscFvRr;sc(Fv), g)tffl 
20 H&SB6. 3 (2) fli^tfcCO S 70CMq ; i(c^oit5ffi^OMAB L 2- s 
cFvMs c (F v) 2 c^7jfy ^T 0 ^- K&T12£>iI?> \Z$^X#>"7'v >{ l/if 

^COS7 CMtCOV^TlCO^TSDS-PAGESrffl\ REINFOR 
CED NCl (Schleicher & Schuell &M) fcHE^Lfc. ■ 5 %*3rAS 
25 (&*SJItfc§8) l:t7 P nydry : 7'^|fV\ TBStTiSfejtft, SFLAG^ 
(sigma tt^) fc&nfcfc. MfcT^ i/a yXVft^ofl, ^/i^^ 

v'^— ifra^t-^17^ I gG^ft (Jackson Immuno Research &3R) £;!j[J;i^ -Ml 
^T-f^dr^^-^ 3 ^t>U^ 3EK«f»SraSSllU (0 3 9) O 
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6. 5 7P-»^ MJ — 
MAB L 2 — s c F vRXls c (Fv) 2 Ct b Integrin Assosiated Protein 
(IAP) tnim~'(DMi&&mfe-t-Z>tz.lb^ mfl56. 3 (1) ttiUlfcCOS 

5 -^^eikM^L 1 2 1 0»2 X 1 0 5 m\^ HJS#J6. 3 (1) T'#b^ 

a^t— 1/b ^RT$m$KD'&, lO^g/ml ©v^^ttF LAGfctft (SIGMA & 
Si) »^/Co 4 y*^-: -S3 ls%S$mfKD'&^ F ITClMv^ I gG 
(BECTON DICKINSON MM) &M*-1t 0 ffg^ 3 X&t>U#H^ N 

10 FACScangf (BECTON DICKINSON #:M) fcX^ffimZmfcLtc. 

#COS 7^±^4 J ^S^©5$0^y^Ky>^-^Wi~-5MABL2 
-s cFvWs c ( F v ) 2 t h I AP^tri^V^fPtt^^-t-5-i^ 

(04 0 aTO) 0 
6 . 6 in vitro -p<P T h — v^g MMMM 
15 t&SBl. 3 (1) ICTWlfeCOS 7HMi|(:o^t, fcMAP* 
jfte^ALfcL 12 1 0» (h I AP/L 12 10) — -X* 
llfllrAnn e xin-V (BOEHRINGER MANNHEIM &M> SfefifCJfc btftWU 
fc. 

h I AP/L 12 1 0»5 X 1 0 4 i@K> #^*-&^Kte*UfcCOS 7 
20 Mit#±?f 5 VMS = > h n -/t^ t T C O S 7 »i##±?ff SrHlftg 1 0 % 
-eS^JBU 2 4«i§^Lfc 0 ^tf>^ Ann e x i n-V/P I^#,SrffV.\ 
FACS c a ngjfi (BECTON DICKINSON *±$!l) \Z.X$kffim*MfeLtc 0 -tOijg 
^ COS7 CM^OscFv<HL3, 4, 6, 7, LH 3 , 4, 6, 7> 
&tfs c (Fv)itth I AP/L 12 1 OJWja^L-Cil*3te»Ija5E4rfl*Lfc. 
25 #btbfc^^r®4 Kc^n^n^-To 

6. 7 MABL2-scFvR{;sc(Fv) , (DCHOlaiiafflM^j f -Oi 

fltflBM A B L 2 — s cFv&tfs c (F v) 2 «±t^f>Mf5 i I &<) 
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Ml. 2|;tiSLfcpCF2HL-0, 3~7MpCF2LH-0, 3 
7©Ec oRI — B a m H I fflrftt:^ CHOttM^^^pCHOlO 
5 E c o R I RTFB a mH I gfl&fc Ligation High £r/8V>T^AU Competent E. 
coli DH 5 a 4r?gWflEjfeL/t. igSI0llt^*iJ:!) QIAGEN Plasmid Midi 
Kit (QIAGEN) fcT:/^.* 5 K&fiffSSLfc. £ CD J: 5 LT38S^7.^ 5 K p CH 
OM2HL-0, 3~7MpCHOM2LH-0, 3~7*f£S!l,fc. ' 
6. 8 MAB L 2- s c F v <HL- 0, 3 ~ 7 >, MAB L 2 - s c F v < 
10 LH-0, 3~7>RUs c (F v) JSCH0ai5g)MiU ! l^Oi§il»g) 
MM 

irl2l. 7^T#ligLf;:3§§i:/7*5: KpCHOM2HL-0, 3~7&TJ*p 
CHOM2 LH- 0, 3~7»pCHOM2(F v) 2 ^ ^-Sr&T©® K> \C 

CHO»Mig||L, #M^^'ta^ra^i-5 CHO«Sr^b/t„ 

15 *(Oft&$ht£mb LTMABL2 - s cF v<HL~5>, sc(Fv)^jlW 
rami-S CHO«C0«^TIE^i-o 

l§m^^^ Kp CHOM2HL-5S.tJ«p CHOM2 (F v) 2 *UWB^? v 
ul\ZXmt\sX%mk\ZU Gene Pulser =£g (BioRad 

txl/^ Fn^W ^a^Ci^CHOWcf^^^x^^ayLfc. DN 
20 A (lOAg) h PBS^lXl OWmlOO. 7 5ml Sr^i^y HH 
1.5kV, 25/i FO^S^T/^* MfcT 1 0#M©|Htfg 

^ftStt^fa-MEMigi (GIBC0 BRL *±$0 fcJn;i#*Lfc, -£Jf* 
HF*±ifr«:ifc*U P B S tCT y Ut& % 1 0%O«>-£^fl&iSJfiL?lf«r-^-^ 
25 i-^^^-^a -MEMi^iS (GIBCO BRL tfcfi!) 'SrJP^#L.'fc„ ^ 2Wt 
ft, methotrexate (SIGMA ttlft) trftftft 1 0 nM"C^#-f SJffjfi-CJKtelf* U 

#-&tLfc3ttlliaSrn — 7—5j? hyl^T'$llfctit*&ifcCHO-S-S FM II (GIBCO- 
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mUKLX, MABL2-S cFv<HL-0, 3, 4, 6, 7>S.t>*<LH 
-0, 3, 4, 5, 6, 7>%U%mzm^1-5CHOmi&RT$Zthib<DCM% 
5 #fc„ 

6. 9 MABL2-scFv<HL-5>^'7-Msc(Fv) 1 ii[)il 

T!5<D 2 Sm<7)^&^ «£ 9 MB 6 . 8 T'# h fife C Mtf> b M A B L 2 - s c 
Fy<HL-5>St>'sc(Fv) 2 ©»|Tofc 0 

<!|*»cl > HL-5Ms c (Fvj^ ^(DtfV ^7°^ K©C5»E>F l a 

io gia^J£fiJ/8L;/c#CF l a g ^77^f^7A^v Y ? ? y << 

^i®£ffiV^TJftS£Lfc 0 150mM NaCl^tf5 0mM T T i s ttUR 
WtWBL. pH7. 5 (TBS) -CW^Lfc$t Flag M2 Affinity gel (SIGMA) T* 
ff^U*7A (7.9ml) tq|lrlB6. 8T*#kfrlfcCM (1L) fc^HU T 
B ST**7^ O.IM^'J v'^±t^MW> P H 3 . 5 X s c F v 

15 7A^b^W$*fc 0 #fetlfcH^SDS/PAGET^WL, scFvO^E 
tt}£«Lfc 0 s c Fvi^^HI^o. 0 1 5 £T we en20^ 

Jnx.^ Centricon-10 (MILLIPORE) T^Lfc 0 1 5 OmM NaClX 

t>'0. 0 l%Twe e n 2 0 Sr£tf 2 OmM pH6. 0 T*SRfft Lfc 

TSKge 1G3000 SWtfyA (7.5X6 0 Omm) Kl^ttTt, gftilO . 4 

20 m 1 /m i nt s c F v f£ 2 8 O n m£>MrCi£fcfci Lfc 0 HL-5liig^ 
i L-C^-e-^iS^, s c (F v) 2 \t^/^-<DiuM\^t^i^^fltz. 0 
<ft§g&2> HL-5it)!sc(Fv) 2 ^ty^av^77^, ^-f 

y^—XI,^ HL— 5 Til Q Sepharose fast flow (7 tvI^XT} & s 

25 c (F v) 2 T*fl SP-sepharose fast flow ffHI^PIteH L - 5 

<t s c (F v) 2 T-[5lC&#£J8l>fc 0 
(35-1©) HL-5 

HL-5 0CM(t 0. 0 2%Twe e n 2 0£^tf2 OmM Tr i sigggiig 
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pH9. 0V2{%%t$lLtcm^ 1M Tr i sT'pH^r9. O^f^Lfc, 
Z<D& y 0. 0 2%Twe e n 2 0£^tp2 OmM T r i s pH8. 
5T*W-fkLfc Q Sepharose fast flow # ^ 0 . 1 M.frh 0 . 

5 5Mt*C*©N a C 1 ©SlilI4)iat** y AfcR* Lfc# 9 Kfc^ffl L 

5 fc 0 #b^cM#&SDS/PAGET'##f U H L - 5 ^tfM^^fe, g| 

(US-IS) s c (Fv) 2 
s c (Fv) 2 ©CMIt 0. 0 2%Twe e n 2 0^tf2 0mM W^M^Ms 
pH5. 5-e2fS : #f?L7 u cfI^ > lM^-CpHSr5. 5 fcflgLfc. 0.0 2%T 
10 w e e n 2 0 £r£t? 2 0 mM p H 5 . 5 Wtt tfc SP-Sepahrose 

fast flow XyMcfrtf, Na C 0/5^0. 5M^T*E^ 

AGE«U s c (F v) 2 £^tfilf#£^&> M-XgO/N-f' Kn^v'T/^ 

15 (H~ xa) HL- 5Ws c (F v) 2 ©^ Kn^X^l' h^P-v 
-i w ~ 

3?-XaT«#b;ftfcHL- 5W#&t>*s c (F v^M^^^LO. 0 2% 
Tw e e n 2 0 1 OmM P ^gUSSfjBu p H 7 . 0 f« Lfc^-f Kn 

^'>7^^b*7A (BioRad, *-f7°I) tC^P U Mtf*7A» 
20 U ^M»$ut*£0. 5M*-C*ji:^^±tf N *7^^^*LfcxK]J-<^ 

K^ffiLfc 0 #H£-£SDS/PAGET*##f U MSMy ^7°^ 

(f!=X@) HL-5Ms c (F v) 2 (D^^mi§ 

%-JMV'&btlK.&m£* J ttl : etl Centriprep-10 (MILLIPORE) T'MU 
25 0 . 0 2°/oTween20S^0.15M N a C 1 ^ttf 2 OmM Mft, 
pH6. 0 X'W-Wit LfcSuperdex200*7A ( 2 . 6 X 6 0 c m % !7 7 
/l^v^T) t^ftfdo HL-5lW-7Hlttl^ s c (F v)HL-5£t*s 
c (F v) 2 |j:*yv©<£tlC^^±g^^ £ IsXtgm&tltc, 
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^-ftMommmzte^xt, hl- 5 ^/^-tmif^m^ti^t^tc^ t't>* 

5 6. 10 jjs cFv<HL-5>^^Y-It;s cfFvl^fiMft 
Hffi 

*MHI£;h/fcMAB L2-scFv<HL5 >O^^XlJ!sc (Fv) 2 Ot > 
Integrin Assosiated Protein (IAP) Jii|t^©)($^SrS!Si-Sfc* % 7n-f 

>r m hy-srfro/t. t i APir^m-rs^^^eiii^m^L i 2 1 o$e 

10 ^ (h IAP/L 12 10) Xf4*M8£ Up COS l^^^f7^7i 
^ ^v-a VbfcL 12 1 0« (p COS 1/L 1210) 2X10 8 fl{C % 1 0 a 
g/m 1 (Dff^MAB L 2 — s c F v <HL 5>C^v- MABL 2- s c 
(Fv) 2N m&ttmt LT^E-y ^P-t;V»ABL-2, ittt&$tLT^!7 
*I gG (Zymed *fcfi£) fc^O*., *±fc-T>f y*a^-^3 1 

15 0/jg/ml 0-7!>^F LAGftft (SIGMA thU) SrJtJfcfc. Yy^a^v' 
a yRVm&<D%k s F I-TCSRJiv^^ I g Gftft: (BECTON DICKINSON tfc») 
Sr^fc W^-f ^a^-Va V&t>*gfc}£tf>iK F AC S c a n^g (BECTON 
DICKINSONS) lCT^3te3^Sra^bfc. 

tlMABL2-scFv<HL5>©^-7'-MMABL2- 

20 s c(Fv) 2 tth I AP/L1 2 1 0i|8M»MLfcri(a!), scF 
v<HL5>O^7-J0 s c(Fv) 2 ^t h I AP^UTBiV^SJttSr^l- 
Si£^£tLfc (04 20. 

6. 11 fISs cF v<HL-5>g)^^Rtfs c(Fv) , C in vitro 7 

25 ffi^L7tMAB L 2 - s cF v<HL5>©^-7- &TJt s c (F v) 2 ^OV^, 

t h I AP£itte^Ab7tL 12 1 0» (h I AP/L 12 10) Xtf'fc h 
C C R F - C EMII^f 5 h ^-y^fM ^ A n n e x i n 
-V (B0EHRINGER MANNHEIM *fc§S) Sfcfifci 9 &f*t L7c 0 



WO 01/79494 



PCT/JP01/03288 



h I AP/L 1 2 1 0»5 X 1 0 4 |@fe5V>ttCCRF-CEMttl X 1 0 
5 Mfc, ffiMMAB L 2 - s c F v <HL 5>C^-7- MAB L 2 - s c (F 
v) 2N Wifettmk LT^y^o-t/^MAB L- 2 N ItttMli t Ltv 
IgG^WfiiU 2 4^FWLt ^©Is Annexin-V 
5 &&£firV\ FACS c a n^g (BECTON DICKINSON *±®Q tTMll^II 
LfCo -£©8^ MAB L 2 - s c F v<HL 5 ><D?4 T—RUMAB L 2 - 
s c (F v) 2 teh I AP/L 12 10, CCRF-CEM(DWfflMz.ttlsX^g[fo 

&m~mi&5z%m^ ltc w 4 3 ) 0 r ©it^ mabl2- sc fv<h.l5> 

©^•7-TOABL2-s c (F v) 2 te N kitf^EV^ P-^/l^&MAB L 
6. 12 s c F v < H L - 5 > tp^^f v-&t>' s c (F v ) 

-^-£.tfs c (F v) 2 (75ik«^^^^jiLfc 0 

15 ; e;^n>-t«MABL-2 (m&ttm) x°tejmmm&&z.z><DKi$\s 

"C, -*|^OMAB L 2 — s c (F v) ^OWAB L 2 - s c (F v) <HL 5 
>ta^L-ftri>ofc 0 £fc, MABL-2^#£^l^M^©^{ai:A,£f;^ 
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6. 13 fUs cFv<HL-5>W-7-^s c(Fv)^bbfii-7 

mmM6. 9lCtm SSUs cFv<HL-5>0^^ 

Wsc(Fv) 2 toVvt, ^«II«l3l£f£lfcL7 u :: 0 ^«JfCfiHWj5. 1 
4 (3) T'^Lfct: bfl-Mffi^^^^^/^fflV^T, v?*ifojjf ^fcfcttS, 

s cFv<HL-5>©^v-Ws c (F v) 2 <Dfflm%}%:ZWffi 

Jfefcs *^8fe^*3V^HL-5Xt5s c (Fv) 2 tt % vehicle (15 0m 
M NaCl, 0. 0 2%Twe e n&t>*2 OmM pH6.0) 
0.0 1, 0. llSlmg/mKD^IiLT, S#S^o. 1 N lUtcfclOm 
g/k g fcfcS £ 5^1 Lfc 0 MfiSttv e h i c 1 e 

L I SAfci . 1 *<&i£^ 

t>*^ -e-^tK s c (F v) 2 &#l££{^ iM^M^/^fri^&^a^lft 

^'>LTV>fc (|g]4 4&#f$) 0 iSfc, ^(ft^lMco^-m, 

l¥ (IU4 5) RVs c (Fv) 2 M (BI4 6) &KttM (vehicl 

HL-5Wsc (F v) 2 tu y\?7$\z&^x^mntc]mMft%*ti-5z 

»J7 t MVtPUC*}~f5t Vffiftl 2B5©HiVfTOLiVt|(^ 
■g-tf-^F v 

t MVTP t b^E-y^a— }vM5i#:i 2B 5 <DV^i$%=i~ K-fSD 

7.1 1 2 B 5 HiVtl^n- Kj-5itfe^CD^ 
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©y— ^|gji( (^IJ#^-5 6) (Eur. J. Immunol. 1996; 26: 63-69) 
* 5 £ £ T?|»Sf Lfc„ ISff Lfc4tSSBMf±-tti/^Ji 1 5 b p 7 s> ^°IH 

<?!ISr^oJ:5^4*:©*!; =f^^V^K (12B5VH-1, 12B5VH- 
5 2 N 12B5VH-3, 12B5VH-4) fc#Sfl U 12B5VH-1 (Efll. 
##5 7) 2 B 5 VH-3 (BB#|«# : 5 9 ) tt-fe^^^JT, 12B5 

VH-2 5 8) W12B5VH-4 (BB8l#-§- : 6 0) ttTZ"? 

«9 T ^-fe^yy W7^v^- (12B5VH-SW12B5 

10 VH-A) SrJU^x ^©aftfi^SrliffiUfci 1 2 B 5 VH- S ' (ffiflj* 

6 i) nm^yy^^-x^j-y-mn(D5'^.mc^^])^^^u s.o 

Hind III #JI8&$ggnHE7tl& = *6B8l&8ro.fc 5 ^ l 2 B 
5 VH-A 6 2) \mij?74 ^-TH«V«*0c©C*«8«r = *- K 

i-S^LSE^^^y^XU lo^^^f^ Kt-i5llft-6tFl:BamH 

15 I »if Iff lME?iJ&f$o £ 5 ^ti^ftlSff Lfc 0 

P C R8&$3c lOOjultt, 5/z l©10xPCR Gold Buffer II, 1.5 mM 
MgCl 2N 0.08mM dNTPs ( d A T P N dGTP, dCTP, dTT 
P) v 5a=y h CDDNA/^y p< 7~t? AmpliTaq Gold (£t± PERKIN ELMER tfcSgK 
2. 5^Mfo©^ty^^ WK1 2B5 VH-l~4«r£#U 9 4t 

20 ©^Ja*»t-C9^ra-?:Lr*tC9 4t;iC-C2^ra N 5 5°C(CT2^^mtK7 
2t(CX2 ftm<Z>y-4 fifr* 2 L1t&, lOOpmo 1 e -f^XOmt/y 

o(^-l 2B 5VH-SW1 2B5VH-Aat $felC9 4W3 0# 
WU 5 5°C(CT3 0^TOt)«7 2t(CTl»t-{^/^3 5E!l5DttLfc8L 
KffiSl^fcfcHfc: 7 2 °CX* 5 ftmtm Lfc 0 

25 PCR4^»ttl. 5%^jgk&7#P~*^ (Sigma *±SD &/fllVftS!-Lfcfc % 

ftiJIR»*B a mH I &im i n d III TMttU t b H0&8&-<* ^-HE F - 
g v lfc*n— =:^Ut 0 DNASB5!I*£o«, IE UV^DNAiB^J^r^i"?)!) 
NA^fjt^tp^y^^ K&HEF- 1 2B 5H-g y 1 £ifo£L£ 0 
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S&C;HEF-12B5H-g v 1 SrfWIKBMfcE c pRIft^BamH 
I«U 1 2B 5 VHSr'a-K-fSatfi^SrilSSlLfc^ thFabHf* 
i^^-pCOS-FdCfALpFd-12B5H^#]to fc*^ M Y F a 

tfDNA (|2^J##6 3) ^PCRife^V^ILfc^ Wj&Mm^?*- 
p C O S 1 tffAt 5 w ^ « Lfc^;? ? - tfc 5, fc hHi^WttHE 

F.—g y i zmmt u ±mkmm<D&{*TKxmfc*vmm%ft\<\ mu?? 
A-?- k Lt-r ishnyi<D5'ffi<Dmmt^4-yy yjxu jloec oris. 

VBamHI «@imM®S^£:rf 5 <fc 5 fcRtt LfcG 1 C H 1 - S (E?IJ## 
6 4)S\ m^y-l'-v-i: Ut fHi^ffilCHl Kt< J V<D 3 ' SgCDN 

Aic^^y^xu lot ^v'^^-^^^-K-t-sia^ -j@tf?^lk=i 

k^^^b g i ii mmwmm>\iL*^-th <t 5 ratn^o ichi-a 

^7^5 KHE'F-1 2B 5H-g 7 lWpF d-1 2B 5Hfc^tl5l¥ 
M12B5 H^^ScO&SjEfll.&tfT 5 7 ^ffi^J£gE3W§- : 6 6 
7. 2 1 2B5L«Vteftfr3~K^5&fe^<P«% 
t bMP Ltafe-g-fSfc htriftl 2B 5 L^Vffi«*3-Ki-5at-e^W: % & 

(Nuc. Acid Res. 1990: 18; 4927) &3{5<£> JJ -^-@S?IJ (|E#[##6 8) ^ig^ 
$*5ni:T*lSthL^ 0 K;fhLfc^SiEMH±IBiIl#^^tt^l 5bp©t 

y-TEM&ift-oX. 5 ^4^©^-]; =T?C ^ VSrf- K (1 2B5VL-.1, 
12B5VL-2, 12B5VL-3, 12B5VL-4) fc#«U Zfr^fr 
-gi&Lfc 12B5VL-1 (1B^J## : 6 9) RTfil 2B 5 VL-3 (IB?lJ# 
t: 7 1) fiir ^^Sa^lJ, 12B5VL-2 (@B^J#-^ : 70) 2 B 5 V 

l-4 72) ttr^-fev^ia^jsr^ru #^^-y^^^^ 

Kfi^tb-^tbO^WttiCitJT^-feV^y SiJrfcgU MjT^-r- (12B5 
VL-SM12B5VL-A) £J^it£^&if *ILfc 0 12 
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B 5 V L - S (@B?IJ#-S§- : 7 3 ) fijitr^T 0 ? 4 V -^-ffifllG) 5 ' j&gi\ZL^ 

^f^P^XU ioH i n d III MRR^SRSaifiB^J^feWcaif yftm&fi 
Sfcl2B5VL-A (IB7!I## : 7 4)- l±^7>f^LiV 
««©C*i»Sr3*-K-t-S4kSiB5lIH:^>r^y^>fXU J-0^7°7-r^ K-^- 
5 BBfljfc b tffc: BamHI ffll£lP&Sffl£$)Jfr&o J; 5 \Z*tL?tl1imi>it a 

(Sigma 4fcS$) &JBVVS§ULfc8U fflPSflBamHI^H i n d III "r« 
U t F L|M^^^-HE F - g K fl^ n-^y^bt DNASB#Hfe£© 
m> JE^DNAia?iJ&W1-5DNA$rjf£^tf:/7*5 K&HEF- 1 2 B 5 
10 L - g k Lfc, 5 KHE F - 1 2 B 5 L - g k t^5S»jjt 
1 2 B 5 L&Vffl$<DmMBMR&T 5 7 ^Ifi^J^ia^J*-^ : 7 5 fciiH". 
7. 3 »12B5-^Fv(scFv)^i 
fffllfifcl 2 B 5ft^-^iF vfil 2 B & VH-py* 1 2 B 5 VL^HI 

15 f :76) ^Jp-f-^^t-CiSH-LTto £bK\ V ^-E3?«JW:(G 1 y 4 S e r) 
8©1 5T^y»^b*Sy V**-iB^ J lV\ »12B5-«Fv (sc 
1 2B 5) fcfl*£&Lfc 0 

(i) 1 5T s s&frbftz v ^x-mw&m^itmtf&i 2B5^ifvo 

K-TSate^W: l 2 B 5 Hivm, y ^HHigu 1 2 B 5 L^V«Sr 
4 JlMC.ft, S*fj$l 2B 5— v^f^^Tcfe^efl^PCRT 0 

7>Tt- (a~f) Mtfc 0 ^7-f-v-A, C&tfEteir^gS^J&lTU 

25 ^7-t^-b n Dxr/FttT^-fe^ia^Sr^rfs. 

H&Vffi&Ofcfcpflfefr:/?^— i 2B5-S (^7-r^—A, i3#J## : 
7 7) |4 % H^y-^-ga^IJ<D5'«{^^^y^XLJ.oE c oR I ffllSBI 
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HJ3 (ry^v-B, 7 8) W\ H«V««<OC*jg*3- K-fS 

? >A-OfcftOi^7>f J H 3 (7°7-r^-C N IH^J*-^: 7 

5 #©C Ki-SDNAi^— ^-7 y^tS'J: 5teKtf-Lfc, !Jy^ 

©fcfe©I^7°7^-7^RHuVKl (^--f^— D N 8 0) t± % JJ 

y*-©C*JB*3-Kt5DNAl!lA/f^5 ^XLloLivmON^ 
Sra- Ki"^ D N A i 5, J; 5 fcK*f- Ltz 0 

10 8 1) {^L^V^iDN^^^-Ki-SDNA^^^^y^X-tSi^OT 
ffLfc 0 LiV«©fcft©^/7^v-l 2B5F-A (7*7>f ^~F % IS 
#!#■§■: 8 2) LiV«OC»3^Kf5DNAlW7*!J^XL, 
aoFLAG^^K&a-Ki-affi^l (Hopp, T. P. Bio/Technology, 6, 
1204-1210, 1988), 2fi©fi?fltJl:3 h^RVNo t I II8»*S*»{fi[*tt 

15 5£5raH-L7c 0 

^-PCR^Pt^*5VST3o©S^A-B, C-D£tfE-F<SrfrV\ ^ LT 
Jg- P C R &># fe*Wt 3 P C R&#4&&*ft b'i fcOftfc&ttfc .£ 5 T jy-fe 

*-Sr^BV^^S«fiJcl 2B5-*|Fv^a- K-T5^DNA^J#iffl b/t (H 
20 ~PCR) 0 fc*3 % I-PCRm^tt, fff^l2B5HiVl^3-Kt 
5^U*HEF-12B5H-gyl (HS£#I 7 . l^H), Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r frbfc* ]) gM^&=2- .Ki"5DNA 

(1EM## : 8 3) (Huston, J. S. £>x Proc. Natl. Acad. Sci. USA, 85, 
25 5879-5883, 1988) ^A/^57°7^5 Kp SCFVT 7-hM2 1 (tMft 
ONS— M2 1 (Ohtomo, T. £>x Anticancer Res. 18 (1998), 4311-4316) x 

%.mm&l 2B 5 L^Vlg^Sra-Ki-a^^^ KHEF-1 2B 5 L-g 
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M— PCRaP&©tg$R5 0 ix lf± % 5 /x 1 ©1 OxPCR Gold Buffer II % 1. 
5mM MgCl 2N 0.0 8'mM d N T P s N 5 J-^y hODNAatfy * 7 — 
if AmpliTaq Gold (RJt PERKIN ELMER tfcJUK lOOpmo 1 eTo<D#7°7 >f 
-r-&.T>*l 0 0 ng^iiDNA^fU 9 4t©«ttt9^^L 
5 «9 4ttt3 OfJ>RB, 5 5°C{C-C3 0S>|ffl2fctf 7 2^X1^0^^ 
^Sr 3 5 mffig. Lfcm> RJSil'&toSrHfc 7 2 °CT* 5 %m&Wi Lfc 0 

PCR£$tlA-B N C-D, WE-FttiZPCRt7yty^y Lfc D 
^-PCR{C*5V>T N HM£ UT1 m 1 O^-PCRMA-B, 
PCRS^C-DMl jtz lOPCRKJSiE-F, 10ji IOIOxPCR 

10 Gold Buffer II X 1.5mM MgCl 2 ,0.08mM d NT P s „ 

©DNA#!J^ 7-i? AmpliTaq Gold (£t± PERKIN ELMER tfcK) Sr^^Ti"5 9 8 
H 1 ©PCRS^atSr, 9 4lC^m^T9^«LT^^9 4^X2^ 
Pal, 6 5ttt2«y7 2 a C{ZX2ftm<Dy-j?jU%2\ElfcmLtc^ Ztl 
-etLlOOpmo 1 ef-o©7"7^^— AXtrF^An^fc. tLT94ttT3 

15 0#ffl N 5 5"CtT3 0#TOt>*7 2°C\Z.X I ftm<D"V- ? 3, 5HIS:mU/c 
£Jft?l£^<S: 7 2 °C\ZX 5 5>ffflJnfR Lfc 0 
i-PCRtJ; 5 ^l^fcDNAKf^Sr 1 . 5 n-*^v*ffiV^» 
8U-EcoR ITOo t It«U HbtLfcDNAlf^^pCHOl^ 
^-*5tVpCOSl^^ (4WF8-2 5 5 1 9 6) 

20 *»S^^-pCH0 1f±, DHFR-AE-rvH-PMl-f (W 

O 9 2/1 9 7 5 9$j&) Ec oRI^Sma I M-ft; i D ^it^ 

£8'JI&U EcoRI-Notl-BamHI Adaptor (£i@3ttfc|K) 
^t5- fcfcJ: 9fliglxfc^*~T'&5 0 DNAffi?llifej£©&, 
2B v©:EL^7$/^IE^J&:3-K1-6DNA^&^ir7°7*5: 

25 KSrpCHO- s c 1 2B 5WpCOS-s c 1 2B 5 Lfc 0 #7°7* 

U'pCHO-scl 2B5MpCOS-s c 1 2 B5ttftl5Si^l 2 
B 5 -#ilF v ^SiB^J&tf T 5 J &£Sm:Wfl&% : 8 4 \z.ifr*. 
7. 4 li»^ffl^fc^!2B5^ (I gG, Fab) Stf-^lFv^ 
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y ^-/^ Ko^s3i. 

1 2B 5^ (I gG N Fab) M'12B 5^#i^-*|Fv (# JJ ^ 

C O S - 7 jfiflfl&&JB^fcH®&ft»^f*fc0 £ 5 LTff-o fc 0 -f-fefr 1^ 
5 Gene Pulser ^gffi (BioRad ttSJ) &r/8Wc^t^ f n'tfU-S/g yfefc £ UJtfi- 
f*Atfc. 12B5ftflc(IgG) (DmmatMT&Vm^tf-HEF-l 
2B5H-gy l&tfHEF-l 2 B 5 L-g k#1 0 ;i gfo*, 1 2B5F 
a bJIf^lS^fcttpF d-1 2B5H^HEF-12B5L-g K #10/ig 
foSr, -*iFvO»ttpCOS-scl2B5 (10/tg) SrPBSfc 

10 WlfcCOS-7» (lX10 7 »/ml) 0.8ml|Cl^U 

MHjbB*.* 1.5kV N 2 5 ji.FD©$afcTA^*&#;tfc 0 ifiRltlO^lfll 
<0l§H£#I|ffl©& N fnjHWi *sa *bfc$BJ!&£: x 10%<D^v-J|^ 

itL?f^^1--5DMEM^ (GIBCO BRL MO fclJ&JIfcStil L&. 
»$rPBS-C-lH]gfe#U $&^jfiLfKr#«iCHO-S-SFM-II ififfitt;^ 

15 $b(C20 Lfc„ i#SI±}Sf £jt>fr LIMM^I* Ufc&v 0 . 2 2 A m 

12B5»*©-*iFv (^y^^K) ©fa##8S^CHO 
lffl«^r«i-5fc*, pCHO- s c 1 2B 5 38^<* SrTfB©.fc 5 £C 

20 1".**?^ Gene Pulser gflt (BioRadtfcjK) SrffiV^aiU^ ->g ^ 

ttiafcDNA (10 0 jag) tPBSCKlfcCHOasa (lxl0 7 »/ 
ml) (DO. 8ml Sra^LfctOSr^fa^y MnJp*.*ifJ-C 1 q£ra#1iLfcSU 
1. 5 kV, 25ji FD'O&SteT^l/^Sr-S-fcfc,, MilTl 0^00^^ 

1-5CHO-S-SFM II (GIBCO BRL M) to!JJJ*.i&*Lfc 0 i|f*2B&fc5 
nM h l^-JJ— b (SIGMA &M) .ftfcW: 1 0 % £ ^J&i£ifa.?ff Sr^tp C H 

O-S-SFMII (GIBCO BRL tfc§4) fc-C*&4fcUS:, #btlfc^ o-^oV^T 
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%$im<D^?v-y%l 2B 5-«F v©14»i: LTlliLfc. 1 0 
nM^fhW-h (SIGMA ttSD ^iCHO - S - S FM II 

(GIBCO BRL *t§l) \Z.xmm&s it*±»£S&, j6'Cf#» «fc 9 M^t» 

7. 5 CHO»M(D 1 2 B 5 fe^O^iF v g)Hi 
7. 4 -e#b*17cl 2 B 5— #«F v ?§IC H Ol4t^Oi§*±f ^ b ©H 

. (1) KFLAG»7^ 

ig#±ffte\ PB ST'WfbLfdftFLAG M277^f^^ (SIGMA 

mm (pH3.5) x*%7&\z.®>%Ltzm&w*:&mLtc 0 mmmftti, mm'&w. 

^lMH)7||||S(pH8.0) SriP^T^lPLfCo SDS-PAGET* 
^ffl®#£##fU -#g(F v«gg£ftfcilf:fr£ Centricon-10 (MiLLIPORE ft 

(2) ^/Hftifl 

(1) ©»IB?£Wu 0. 0 1 %Twe e n 2 O^tfPB StffftLfcS u p 
erdex200*7A (10x300 mm N AMERSHAM PHARMACIA QM) \Z.ffifiH 
Ltz 0 

scl2B5tt2oO^ (A, B)- fcSfctah/T&ttlLfc (B4 8M)„ 
W#A, BSrl 4%-SDS-aKy y^r 5'.Ky/uSr^y^^WL/t. 1^ 
y/V?rjt5cM»s ^aa&D-cayiU Laemml i o^Kig&TflKKSki&S: 

1^ ®#A, BV^-f^^S^J^^W^f'P^^-f, Ji;&>**±©$HPftKl 3 
lkDfcf-^yK^ifc. ®^AMBSrSuperdex 200 PC 3. 
2/30 (3.2x30 0 mm, AMERSHAM PHARMACIA *±§Q Wc^/t4li®l-«fc 
9 ##fL fc|£|t:> I^ATIll^ltiOMi4 4kD, ®^B"C-«I^2 2 k 
D-fcjgtHSiixfc (HI 5 0 a&tfb£#$Q 0 ^Jb^^b^ ®#A& s c 1 2B 
5-^F vO^*^#tt^-7--c% Bte^/-7-T*&5 0 
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7. 6 M^jF vOTPOiT^ f»ffl^ 
fcMFOStft (MP L) &3§f?.1-5B a/F 3M (BaF/rapl) K%Hr%m 

B a F/Mp lfaJS^ 1 0%?v'fl£JllfiL?ft (HyClone #®A) ^ttfRPMI 1 
5 6 4 0mt& (GIBCO ffigll) X*2\EimftLK.(Dh, 5X1 0 5 »/m 1 ©H« 

5 fcmm\z.mmvtz 0 SMPL-*i»fcttt ftpo (r&d 

Systems thjil) &^i&TiiS U &BJM« 5 O ji 1 ^ft^TUifc >T 

P Q_*&?fc 5 0 u 1 Sr^T 9 6 %t4 V n ^/l^j&TV- h (Falcon tt§SD 
I^SU C0 2 -r^=3r^.-<-^- (C0 2 I$: 5%) T*2 4B#P^^Lfco i£ 

10 tf, WST-8|!:i (4»a^ISF :t*7^T^^tt® ^10/z 
liP^L, %m^%W%%m\- SPECTRA Fluor (TECAN tfcjK) 4 
5 0nm, 2 0nm(DP«^SrSiJ^L7c o C0 2 ^y^a^^- (C 

0 2 ^: 5%) X^mmJy*^- h n SPECTRA Fluor £/8VN-Cf?SM 
MS4 5 0 nm, 6 2 0 n m^MSSrtJ^ Lfc 0 WST-8W 

15 ^M^i:T^*4 5 0 nm<E>3§££J&£M-f-5;: 2B#^(DP^^ 
&fc«r£8CH:B a F/Mp 1^5»Stt£fPti5Lfc„ 
#S12B 5^^^m$^:fcCOS-7»^it#±^t?rfflV^ N MP L 

\z-tt-?zTdr^x vm^m^ttm^ m 5 1 ^-t «t 5 

^T-fcS 1 2B 5 I gGX-MS^#W^Pi5:»0±^-«*fetlTPO^^T 
20 ^te&^LfcW^ftb (ED 5 0 ; 2 9 nM), ^CJl^M^— (ffiX'fc 

5 1 2 B 5 F a \><DT^-* ^tt&^KlilV^<£X&o7c (ED 5 0 ; 3 4, 
7 2 4 nM) 0 ^tUC*fU Fab £ ^^^C^^^5-ttXfc5-*^F v 
(s c 1 2 B 5) KfcVNTftED 5 0-fit^7 5 nMbffi^T hf&tt^f&fe 

c 1 2 B 5 (Dft^-M&mfeLtcffi^ tlift (^ 

£#£b;ft3:fr^«&bftfc (Hl4 8£#fl) 0 ^eV^x. ^y-v-ir^-r 
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■7-©s c l2B5^Wit (0 5O£#f$), ^Hb^MPL^-fS 
T=?~X h«£M£Lfdi£3l, 15 1RU5 2^1" J: ;> £ s c 1 
v^-fttED 5 0^4 4 3 8.7 nMt C O S - 7 ^J3&<£ig«±^&^7c;i&i: 

5 Sr^o— ##(F v ( s c 1 2 B 5 ^-r— ) X*fe— B<D s c 1 2 B 5 iC^f U§ 4 
0 O^SVNT^^ bStt^Lfc (ED 5 0 ; 1 0. 1 nM), ZUffi© 
-*|FvT'iit hTPO&bmcl 2B 5 I gGCT^-^ h^'IttP^^L 

io mmnmrntzmx 

01. UlgGlW, tMAPMf5L12 10Hfi(hIAP 
/L 1 2 1 0) toJ£-£LftV>r tW7n- 9-^ h V -<Dffi%z%7jiirmx* 

02. dr^7MABL-l»>\. t M APlrMtSLl 2 1 0» (h 
15 IAP/L12 10) ££«t^:7p -IN' M l>y-<D$£ 

3l:£*H-0Tfc3 o 

0 3. ^7MABL-2W % tMAPmt5L12 10M (h 
IA.P/L 12 10) t#^^^-r§r«t^1-7P-f--f h JJ-0$f 

20 04.. *»Kfcd^5--*«FvO^*feSr«=S:Wl!:*i"0^*)5o 

0 5. *5S^O— #HF vSr = — Ki"5DNASr % ^KStTSS^S^S/t* 

06. ' *3SM©— vSr = -Ki-«DNASr % i$fL»fciJWI&teT8m£* 

25 0 7. «0)J 5 . 4 T'#b*l7c ?M * y h ©H^^^i-^K^&S. 

feUOU!?, ^ft-e—*— (±30»fe 97.4, 66, 45, 31, 21.5, 14. 
5 k D a Sr^-f ) , p CHO l^ACOS 7»i0*±?f, pCHOM2|AiSa 
t%m±m o p C H OM 2 ^A«igS±?fKfflil$MA B L - 2 ^Cfls:-*^F v 
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08. n y f n-^i LI© p CHO l/C O S 7 »f #±ft©^frtt > a 
y^u—Ast UCpCOS 1/L121 OM^ft^L^V^i^r^i-yn 
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SEQUENCE LISTING 



<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Agonist antibody 

<130> FP1009 

<141> 2001-04-17 

<150> JP2000-1 15246 

<151>- 2000-04-17 

<150> JP2000-321821 

<151> 2000-10-20 

<150> JP2000-321822 

<151> 2000-10-20 

<150> PCT/JP01/01912 

<151> 2001-03-12 

<160> 109 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 



<210> 2 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<211> 394 
<212> DNA 
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<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-MlL. l-57;signal peptide, 58-394;mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
5 10 15 

gcg tec age agt gat gtt gtg atg ace caa act cca etc tec ctg 90 
Ala Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt eta cac agt aaa gga aac ace tat tta caa tgg tac 180 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

50 55 60 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 315 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg. tac 360 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

ggg ggg acc aag ctg gaa ata aaa c 394 
Gly Gly Thr Lys Leu Glu lie Lys 
125 130 

<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. l-57;signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

10 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 



Asp Leu Gly 

acg tec gga 
Thr Ser Gly 
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Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp 
65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gcc aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 
80 85 . 90 

tea gag aaa tec tec age gca gcc tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 
95 100 105 

gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 . 

tea g 4.Q9 
Ser 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394;mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
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5 10 15 

ggt tec age agt gat gtt gtg atg ace caa agt cca etc tec ctg 90 
Gly Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tea agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt gtg cac agt aat gga aag ace tat tta cat tgg tac 180 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

50 55 60 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 315 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg ttc gga ggg ggg ace aag ctg gaa ata aaa c 394 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
125 130 



<210> 8 
<211> 409 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). .. (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 .85 90 

tea gac aaa tec tec ace aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea g 409 

Ser •' 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg- 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 
<210> 11 
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<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA . 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 



<210> 14 
<211> 27 



WO 01/79494 



PCT/JP01/03288 



10/51 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210>_ 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 20 
<211> 828 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (826) 

<223> pscMl. MABLl-scFv 

<40O> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta' etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gac ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Asp Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac acc ttc gtt aac cat gtt atg cac tgg gtg aag .180 
Ala Ser Gly Tyr Thr Phe Val Asn His Val Met His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro 

65 70 75 

tac aat gat ggt act aag tac aat gag aag ttc aag ggc aag gee 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala 

80 85 90 

aca ctg act tea gag aaa tec tec age gca gee tac atg gag etc 315 
Thr Leu Thr Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu 

95 100 105 
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age age ctg gec tct gag gac tct gcg gtc tac tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat agt tac gac gac tgg gg'c caa ggc acc act etc 405 
Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa act cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gee tec ate tct tgc aga tct agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 585 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

185 190 195 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Ser Gly Thr Asp Phe Thr Leu Lys lie Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
245 250 255 

acg tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 
260 265 270 

gat gac gat aaa taa tga 828 

Asp Asp Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agetgeagea g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 
<211> 819 
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<212> DNA . 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Tip Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gee aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 90 

tea gag aaa tec tec age gca gee tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 

95 100 105 



WO 01/79494 



PCT/JP01/03288 



16/51 

gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa act cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tct agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag 585 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

TTT TCT GGG GTC CCA GAC AGG TTC AGT GGC AGT GGA TCA GGG ACA 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

215 220 225 

gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly 
245 250 255 

ggg ggS acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
260 265 270 

aaa taa tga 819 
Lys 

<210> 24 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gec caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac ace ttc get aac cat gtt att cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys 
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cag aag 
Gin Lys 

tac aat 
Tyr Asn 

act ctg 
Thr Leu 

age age 
Ser Ser 

ggg ggt 
Gly Gly 

aca gtc 
Thr Val 

ggt ggc 
Gly Gly 

cct gtc 
Pro Val 

cag age 
Gin Ser 



cca ggg 
Pro Gly 

gat ggt 
Asp Gly 

act tea 
Thr Ser 

ctg gee 
Leu Ala 

tac tat 
Tyr Tyr 

tec tea 
Ser Ser 

gga teg 
Gly Ser 

agt ctt 
Ser Leu 

ctt gtg 
Leu Val 



50 
cag ggc 
Gin Gly 

65 
act aag 
Thr Lys 

80 
gac aaa 
Asp Lys 

95 
tct gag 
Ser Glu 
110 

act tac 
Thr Tyr 
125 

ggt ggt 
Gly Gly 
140 

gat gtt 
Asp Val 
155 

gga gat 
Gly Asp 
170 

cac agt 
His Ser 
185 



ctt gag tgg 
Leu Glu Trp 

tat aat gag 
Tyr Asn Glu 

tec tec acc 
Ser Ser Thr 

gac tct gcg 
Asp Ser Ala 

gac gac tgg 
Asp Asp Trp 

ggt ggt teg 
Gly Gly Ser 

gtg atg acc 
Val Met Thr 

caa gee tec 
Gin Ala Ser 

aat gga aag 
Asn Gly Lys 



55 
att gga 
He Gly 

70 
aag ttc 
Lys Phe 

85 

aca gee 
Thr Ala 
100 

gtc tat 
Val Tyr 
115 

ggc caa 
Gly Gin 
130 

ggt ggt 
Gly Gly 
145 

caa agt 
Gin Ser 
160 

ate tct 
He Ser 
175 

acc tat 
Thr Tyr 
190 



tat att 
Tyr He 

aag gac 
Lys Asp 

tac atg 
Tyr Met 

tac tgt 
Tyr Cys 

ggc acc 
Gly Thr 

ggt ggt 
Gly Gly 

cca etc 
Pro Leu 

tgc aga 
Cys Arg 

tta cat 
Leu His 



60 

tat cct 225 
Tyr Pro 
75 

aag gee 270 
Lys Ala 
90 

gac etc 315 
Asp Leu 
105 

gca aga 360 
Ala Arg 

120 
act etc 405 
Thr Leu 

135 
teg ggt 450 
Ser Gly 

150 
tec ctg 495 
Ser Leu 

165 
tea agt 540 
Ser Ser 

180 
tgg tac 585 
Trp Tyr 

195 
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ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg ttc gga ggg ggg ace aag ctg gaa ata aaa gac tac aaa gac 810 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 
Asp Asp Asp Lys 

<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
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Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 
125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 
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140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gte agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gec tec ate tct tgc aga tea agt cag age ctt. 540 
Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Glh Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gte cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp 

260 265 270 

aaa taa tga 819 
Lys 
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<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (450) 

<223>pCH0-shIAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc 45 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys 
5 10 15 

gga tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc 90 
Gly Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe 

20 25 30 

acg ttt tgt aat gac act gtc gtc att cca tgc ttt gtt act aat 135 
Thr Phe Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn 

35 40 45 

atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180 
Met Glu Ala Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe 

50 55 60 

aaa gga aga gat att tac acc ttt gat gga get eta aac aag tec 225 
Lys Gly Arg Asp He Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser 

65 70 75 

act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tea caa 270. 
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys He Glu Val Ser Gin 

80 85 90 

tta eta aaa gga gat gec tct ttg aag atg gat aag agt gat get 315 
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Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala 
95 100 105 

gtc tea cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360 
Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr 

110 115 120 

aga gaa ggt gaa acg ate ate gag eta aaa tat cgt gtt gtt tea 405 
Arg Glu Gly Glu Thr lie lie Glu Leu Lys Tyr Arg Val Val Ser 

125 130 135 

tgg ttt tct cca aat gaa aat gac tac aag gac gac gat gac aag 450 
Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys 

140 145 150 

tga tag 456 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct ga'actg 46 

<210> 28 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 



<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220>- 

<221> CDS 

<222> (l). r . (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct 45 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro 
5 10 15 

ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 90 
Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

20 25 30 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc 135 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly 

35 40 45 

ctt gag tgg att gga tat att tat cct tac aat gat ggt act aag 180 
Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys 

50 55 60 

tat aat gag aag ttc aag gac aag gee act ctg act tea gac aaa 225 
Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

65 70 75 

tec tec acc aca gee tae atg gac etc age age ctg gee tct gag 270 
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Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu 
80 85 90 

gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac 315 
Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr 
95 100 105 

gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 360 
Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

110 115 120 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt 405 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val 

125 130 135 

gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 450 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 . 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 495 
Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

155 160 165 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag 540 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin 

170 175 180 

tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg 585 
Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly 

185 190 195 

gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 630 
Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

200 205 210 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc 675 
Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe 
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215 220 225 

tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 

230 235 240 

aag ctg gaa ata aaa taa tga 741 
Lys Leu Glu He Lys 

<210>"30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 



<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 
<211> 1605' 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 -75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gae aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
• 170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 - 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg SSS acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt 810 

Gly Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly 

260 265 270 

ggt ggt teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg 855 

Gly Gly Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu 

275 280 285 

cag cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag 900 

Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys 

290 295 300 

atg tec tgc aag get tct gga tac ace ttc get aac cat gtt att 945 

Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He 

305 310 315 

cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 990 

His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

320 325 330 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc 1035 

Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe 

335 340 345 

aag gac aag gee act ctg act tea gac aaa tec tec acc aca gee 1080 

Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 

350 355 360 

tac atg gac etc age age ctg gec tct gag gac tct gcg gtc tat 1125 

Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr 

365 370 375 

tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 1170 

Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 
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380 385 390 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt 1215 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly 

395 400 405 

ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt 1260 
Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser 

410 415 420 

cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 1305 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

425 430 435 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat 1350 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

440 445 450 

tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg 1395 
Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu 

455 460 465 

ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc 1440 
He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 

470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga 1485 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg 

485 490 495 

gtg gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca 1530 
Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 

500 505 510 

cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa 1575 
His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

515 520 525 
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gac tac aaa gac gat gac gat aaa taa tga 1605 
Asp Tyr Lys Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 23 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 

<212> DNA . 
<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 
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gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 

<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223>PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 ■ 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400>- 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
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<210> 45 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtct'cgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213>. Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
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<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400>/48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gee act ctg act tea gac aaa tec tec acc aca gec tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 



WO 01/79494 



37/51 



PCT7JP01/03288 



105 110 115 

tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 

155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro. Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 
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<210> 49 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 . 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
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<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 . 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp lie Pro Gly Ser 
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5 10 15 

age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu. Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115. 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu lie Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 
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aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp- Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg tec ctg agt etc 60 
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Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly Ser Leu Ser Leu 
5 10 15 20 

tec tgt gca gtc tct gga ate ace etc agg ace tac ggc atg cac tgg gtc cgc cag get 120 
Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His Trp Val Arg Gin Ala 

25 30 35 40 

cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa tac tat 180 
Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu Tyr Tyr 

45 50 55 60 

gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag aac ace ctg tat. 240 
Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 

65 70 75 80 

ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt gcg aga gga gca 300 
Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala 

85 90 95 100 

cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg agt 351 
His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser Ser . 
105 110 115 

<210> 56 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt gtc cag tgt 57 
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MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly Val Gin Cys 
5 10 15 

<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220>- 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 

aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 115 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DM 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 

<211> 433 

<212>DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 63 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga 56 
MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg 
1 5 10 15 

ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 116 
Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 

20 25 30 35 

tec ctg agt etc tec tgt gca gtc tct gga ate ace etc agg acc tac ggc atg cac tgg 176 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His Trp 

40 45 50 55 

gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga 236 
Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg 

60 65 70 75 

agt gaa tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag 296 
Ser Glu Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys 
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aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 356 
Asn Thr Leu Tyr Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

100 105 110 115 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc ace gtc teg 416 
Ala Arg Gly Ala His .Tyr Gly Phe Asp lie Trp Gly Gin Gly Thr MET Val Thr Val Ser 

120 125 130 135 

agt ggtgagtgga tec 433 
Ser 

<210> 64 

<211> 323 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (323) 

<223> 12B5LV. 1-323 peptide 

<400> 64 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga gac aga gtc acc 60 
Asp lie Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr 
5 10 15 20 

ate acc tgc egg gee age gag ggt att tat cac tgg ttg gee tgg tat cag cag aag cca 120 
He Thr Cys Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys Pro 

25 30 35 40 

ggg aaa gee cct aaa etc ctg ate tat aag gee tct agt tta gee agt ggg gee cca tea 180 
Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser 

45 50 55 60 
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agg ttc age ggc agt gga tct ggg aca gat ttc act etc ace ate age age ctg cag cct 240 
Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 

65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc act ttc ggc gga 300 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly 

85 90 95 100 

ggg acc aag ctg gag ate aaa 323 
Gly Thr Lys Leu Glu He Lys 
105 

<210> 65 

<211> 66 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (57) 

<223> reader sequence 

<400> 65 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg etc cca ggt gee 60 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp Leu Pro Gly Ala 
5 10 15 20 

Aaa tgt 66 
Lys Cys 



<210> 66 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 66 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgcatctat 110 

<210> 67 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
<400> 67 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 68 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 68 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 



<210> 69 
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<211> 110 
<212> DM 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 69 

accatcagca gcctgcagcc tgatgatttt gcaacttatt actgccaaca atatagtaat 60 
tatccgctca ctttcggcgg agggaccaag ctggagatca aa 102 

<210> 70 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-S, PCR primer 
<400> 70 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 71 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 71 

tctaggatcc actcacgttt gatctccagc ttggt 35 



<210> 72 
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<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12) . . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 72 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc 56 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu 
1 5 10 15 

tgg etc cca ggt gec aaa tgt gac ate cag atg acc cag tct cct tec ace ctg tct gca 116 
Trp Leu Pro Gly Ala Lys Cys Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala 

20 25 30 35 

tct att gga gac aga gtc acc ate acc tgc egg gee age gag ggt att tat cac tgg ttg 176 
Ser He Gly Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu 

40 45 50 55 

gee tgg tat cag cag aag cca ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt 236 
Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser 

60 65 70 75 

tta gec agt ggg gec cca tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc 296 
Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu 

80 85 90 95 

acc ate age age ctg cag cct gat gat ttt gca act tat tac tgc caa caa tat agt aat 356 
Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn 
100 105 110 115 

tat ccg etc act ttc ggc gga ggg acc aag ctg gag ate aaa cgtgagtgga tcctaga 415 
Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 



WO 01/79494 PCT7JP01/03288 

51/51 



120 



125 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP01/03288 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 C12N15/12, C07K16/18, C12P21/08, C12N1/15, 1/19, 1/21, 5/00, 
A61K39/395, A61P35/00, 29/00, 7/00 



According to International Patent Classification (IPC) or to both national classification and IPC 
B. FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 C12N15/12, C07K16/18, C12P21/08, C12N1/15, 1/19, 1/21, 5/00, 
A61K39/395, A61P35/00, 29/00, 7/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
CAPLUS/MEDLINE/BIOSIS (STN) , 
Genebank/ EMBL/ DDBJ/GeneSeq , 
SwissProt/PIR/Geneseq 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



PX 



X 
Y 



X 
Y 



WO, 00/53634, Al (Chugai Seiyaku Kabushiki Kaisha) , 
14 September, 2000 (14.09.00), 
Claims; Figs. 4-6; example 5 
(Family: none) 

WO, 99/12973, Al (Chugai Seiyaku Kabushiki Kaisha), 

18 March, 1999 (18.03.99), 

Figs. 23, 24, 27-29; examples 4,5 

& AU, 9890028, Al & JP, 11-155569, A 

& EP, 1035132, Al 

Mateo, V et al., "CD 47 ligation induces 

caspase- independent cell death in chronic lymphocytic 

leukemia" , 

Nature Medicine (November 1999) , Vol. 5, No. il, pp. 1277-84 
abstract; page 1279, left column, line 6 to right column, 
line 3; Fig. 3 

Pettersen, R.D. et al., " CD47 signals T cell death", 
J. Immunol. (15 June 1999), Vol. 162, No. 12, pp. 7031-40 
abstract, page 7032, right column, Par. No. 2 to page 7033, 
left column, Par. No. 1 



1-8, 11-19 



1,2,6-8,11-17 
3-5,8-10,18,19 



1,2,6-8,11-17 
3-5,9-10,18,19 



1-8,11-19 



Further documents are listed in the continuation of Box C. Q See patent family annex. 



* Special categories of cited documents: 

"A" document defining the general state of the art which is not 

considered to be of particular relevance 
"E" earlier document but published on or after the international filing 

date 

"L" document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or other 
means 

"P" document published prior to the international filing date but later 
than the priority date claimed 



T' later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 

"X" document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"V document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the ait 

"&" document member of the same patent family 



Date of the actual completion of the international search 
04 June, 2001 (04.06.01) 


Date of mailing of the international search report 
12 June, 2001 (12.06.01) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PCT/ISA/210 (second sheet) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP01/03288 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 
Y 



X 
Y 



X 
Y 



X 
Y 



X 
Y 



US, 4946778, A (Genex Corp.), 
07 August, 1990 (07.08.90), 
Full text 

& US, 5260203, A & US, 5455030, A 
& US, 5869620, A & US, 5518889, A 
& US, 5534621, A 

Rozsnyay, Z. et al., " Phenylarsine oxide (PAO) blocks 
antigen receptor- induced calcium response and tyrosine 
phosphroylation of a distinct group of proteins" , 
Immunology Lett. (August 1993), Vol. 37, Nos. 2-3, 
pp 197-205, abstract 

Bazzoni, F et al., "Chimeric tumor necrosis factor 
receprors with constitutive signaling activity", 
Proc. Natl. Acad. Sci. USA (06 June, 1995), Vol. 92, 
No. 12, pp. 5376-80, abstract 

Gell, M. et al., "TR60 and TR80 tumor necrosis 
factor (TNF) -receptors can independently mediate 
cytolysis" , Lymphokine and Cytokine Research 
(June 1993), Vol. 12, No. 3, pp. 143-8 

O'Brien, Richard M. et al., "Monoclonal antibodies for 
the human insulin receptor stimulate intrinsic 
receptor-kinase activity" , Biochem. Soc. Trans. (1986), 
Vol. 14, No. 6, pp. 1021-3, Full text 

Yarden, Y. and Schlessinger, J., "Self -phosphorylation 
of epidermal growth factor receptor: evidence for a model 
of intermolecular allosteric activisation" , 
Biochemistry (1987) , Vol. 26, No. 5, pp. 1434-42, abstract 

Yanabu, M. et al., "Tyrosine phosphorylation and p72syk 
activation by an anti-glycoprotein lb monoclonal 
antibody" , 

Blood (1997), Vol. 89, No. 5, pp. 1590-1598, abstract 



1-8,11-19 



1,2,6-8,11-17 
3-5,18,19 



1,2,6-17 
3-5,18,19 



1,2,6-17 
3-5,18,19 



1,2,6-17 
3-5,18,19 



1,2,6-17 
3-5,18,19 



1-19 



Form PCT/ISA/210 (continuation of second sheet) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP01/03288 



Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

1. ^ Claims Nos.: 20-22 

because they relate to subject matter not required to be searched by this Authority, namely: 

Claims 20 to 22 substantially involve methods for treatment of the human 
body by therapy and thus relate to a subject matter which this International 
Searching Authority is not required, under the provisions of Article 
17(2) (a) (i) of the PCT and Rule 39.1 (iv) of the Regulations under the PCT, 
to search. 

2. £3 Claims Nos.: a parts of Claims 1-19 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 

See extra sheet. 



3. Q Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 
Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 
This International Searching Authority found multiple inventions in this international application, as follows: 



1 . I I As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 

claims. 

2. Q As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 

of any additional fee. 

3. Q As only some of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 



4. [ ( No required additional search fees were timely paid by the applicant Consequentiy, this international 

search report is restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest Q The additional search fees were accompanied by the applicant's protest. 

I I No protest accompanied the payment of additional search fees. 



Form PCT/ISA/210 (continuation of first sheet (1)) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP01/03288 



Continuation of Box No. 1-2 of continuation of first sheet (1) 
Neither the description nor the flexible disc submitted discloses the 
base sequences and amino acid sequences of SEQ ID NOS:73 to 84 concerning 
the production of the reconstituted 12B5 single-stranded Fv stated in the 
description. 

Thus, the inventions relating to the reconstituted 12B5 single-stranded 
Fv and a process for producing the same fail to satisfy the requirements to 
such an extent as enabling the performance of any meaningful international 
search. Thus no international search report is made under the provisions 
of Article 17(2) (a) (ii) of the PCT. 



Form PCMSA/210 (extra sheet) (My 1992) 



m®i&m&^ PCT/JP0 1/03 2 88 



Int. CI 7 C12N15/12, C07K16/18, C12P21/08, C12N1/15, 
1/19, 1/21, 5/00, A61K3 9/3 9 5, A6 1P3 5/0 0, 2 9/0 0, 7/0 0 



B. 



HESrPofc*/MRJIIf» (HBWF^R (IPC) ) 

Int. C 1 7 C12N15/12, C07K16/18, C12P21/08, C12N1/15, 
1/19, 1/21, 5/00, A61K3 9/3 9 5, A61P3 5/0 0, 2 9/00, 7/0 0 



CAPLUS/MEDL I NE/B I OS I S (STN) , 
Genban k/EMB L/DDB J/G e n e S e q, 
SwissProt/PI R/G e n e s e q 



C. 



m-tz 



PX 



WO, 00/53634, Al (Chugai Seiyaku Kabushiki Kaisha), 
14.9J3.2000 (14.09.00), f&*©*SH, 04-6, HiifJ5#fli, 

W0, 99/12973, Al (Chugai Seiyaku Kabushiki Kaisha), 
18.3J3.1999 (18.03.99), 023,24,27-29, m£®|4, 5#H 
& AU, 9890028, Al & JP, 11-155569, A & EP, 1035132, Al 



1-8, 11-19 



1, 2, 6-8, 11-17 

3-5, 9-10, 
18, 19 



0 cmo$i% \c-h±m&mm£nr^z>. 



rxj ^ciloibSMrfcot, ^§Sitt<o^.-e^w 
r&j m—'<7->h7 7%})~-i 



0 4. 0 6. 0 1 



12.06.01 



a*mtmiT (i sa/j p) 

SMIS^-l 0 0-8 9 1 5 



9r« a 



# 03-358 1-1101 




4B 



9 6 3 9 



3 4 4 8 



ISPCT/ISA/2 10 (g2^y) (1 9 98^7£) 



m&mm&w pct/j po i/o 3 2 8 8 



c rag) . 



X 
Y 

X 
Y 

X 
Y 

X 
Y 

X 
Y 



Mateo, V. et al. , 'CD47 ligation induces caspase-independent 

cell death in chronic lymphocytic leukemia' 

Nature Medicine (1999 Nov), Vol.5, No. 11, pp. 1277-84 

mm, ^mm^mmm-^mmn, mmm 

Pettersen, R. D. et al. , ' CD47 signals T cell death' 
J. Immunol. (1999 Jun 15) Vol. 162, No. 12, pp. 7031-40 

US, 4946778, A (Genex Corp. ) , 7.8^.1990 (07. 08. 90) , ±XPM 
& US, 5260203, A & US, 5455030, A & US, 5869620, A 
& US, 5518889, A & US, 5534621, A 

Rozsnyay, Z. et al. , ' Phenylarsine oxide (PA0) blocks 
antigen receptor-induced calcium response and tyrosine 
phosphorylation of a distinct group. of proteins' 
Immunology Lett. (1993 Aug), Vol.37, No. 2-3, pp. 197-205, 

Bazzoni, F. et al. , ' Chimeric tumor necrosis factor receptors 
with constitutive signaling activity' Proc. Natl. Acad. 
Sci. USA (1995 Jun 6), Vol.92, No. 12, pp. 5376-80, 3$ft$RB 



Grell, M. et al. , 'TR60 and TR80 tumor necrosis factor (TNF) 
-receptors can independently mediate cytolysis' Lymphokine 
and Cytokine Research (1993 Jun), Vol.12, No. 3, pp. 143-8, 

O'Brien, Richard M. et al. , 'Monoclonal antibodies for the 
human insulin receptor stimulate intrinsic receptor-kinase 
activity' Biochem. Soc. Trans. (1986), Vol.14, No. 6, 
pp. 1021-3, £X&M. 

Yarden, Y. and Schlessinger, J. , ' Self-phosphorylation of 
epidermal growth factor receptor: evidence for a model of 
intermolecular allosteric activation' 
Biochemistry (1987), Vol.26, No. 5, pp. 1434-42, 

Yanabu, M. et al. , ' Tyrosine phosphorylation and p72syk 
activation by an anti-glycoprotein lb monoclonal antibody' 
Blood (1997), Vol.89, No. 5, pp. 1590-1598, £ft)$f& 



1, 2, 6-8, 11-17 

3-5, 9-10, 
18, 19 

1-8,11-19 



1-8, 11-19 



1,2,6-8,11-17 

3-5,9-10, 
18,19 



1, 2, 6-17 
3-5, 18, 19 

1, 2,6-17 
3-5, 18, 19 

1, 2, 6-17 
3-5, 18, 19 

1, 2, 6-17 
3-5, 18, 19 

1-19 



iXPCT/ISA/2 10 (S52"«-$?©«t) (1 9 9 8¥7^) 



HBtiM-g- PCT/JPO 1/0 3 28 8 



USUI lg^^gc2- =: g|o^j^t^v^j^^ (jffi^~^o2g>ast) 



1. 0 gg^cggjS 2 0-22 ft, i©Be8ftt$SS8#f»§rt-5;i fc Sri^fc^j^fcfiSafcczrcfcS. 
t*D, PCT17* (2) (a) ( i ) fctfp CT^IO 3 9 . 1 (iv)0»i 

•2. 0 gf#©SSB 1-19 o-ffi tt> *»«ftH^*«r^aii^r#«S«4r^o»fr4«*:U-CV^ 



3. Q f##©fSffl ^f||*©«HT?S)oTPCTaill6.4(a)©»2*Xl)««3S:oSUei: 



1. □ WSA^g^jKlPsSS^ft^Sr-t-^-C^Mrt^WLfc©^, r.©ffl^MS$R&(i s l-^-COfaS"^**** 



2. □ iiiB^a^«sisi-srs*-r5*T?fc*<^ ir*xom^m%tt#tom&\z.<)^xmtt-zzk&-<>%it.<z>-e. it 



4. □ WlffiA^g*i&tin^4^S^l-^»3F^rtC»#L^A^A:©-t?. C©H^fSSS^f4> »*©$SH©ft^lc|E^ 
■ £ftT^3fg?m-$£&©it#©®!gK:o^TfmLfc,, 



SSPCT/1SA/2 10 (JBl^-y©UHI (1) ) (1 9 9 8^7^) 



I flU 2. Ko^T 



^fflHS-f- PCT/J P 0 1/0 3 2 8 8 



mmm^onm^ 1 2 b 5 -^mbf v osmcMm-t&s ■■ 73-84 om&m 

1"S - 1 5111 "CBr^gttfcSirfc L-OS e>?\ PCT17^(2) (a) (i 
i) ©fcjfcfcJ: 9BB^=S*#fcffrfcLft^ c 



HiPCT/iSA/210 



v?) (1 9 9 8^7 J!) 



